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Abstract 

Recurrent pregnancy loss (RPL) and recurrent implantation failure (RIF) are major barriers 

to wanted pregnancies. Currently, there are few tests that reliably predict pregnancy 

outcome in these groups.  Recent research demonstrated that an aetiological factor in early 

reproductive failure is impaired endometrial decidualisation due to accelerated senescence 

and loss of endometrial mesenchymal stem cells. Uterine Natural Killer (uNK) cells maintain 

homeostasis by clearing senescent decidual cells. I aimed to improve the ability of the uNK 

cell density test in predicting subsequent pregnancy outcomes, through a combined pre-

conceptual test that includes cell senescence and proliferation markers. 

Methods 

This study was performed in a tertiary research ‘Implantation Clinic’, where the uNK cell 

density test is performed on mid-luteal endometrial biopsies in women with RPL and RIF. I 

began my investigation of a predictive test by assessing the predictive ability of the uNK test 

using the clinic’s large retrospective database (N=281). 

Next, immunohistochemistry was performed on endometrial serial sections of women with 

RPL using antibodies to CD56 (uNK), Ki67 (cell proliferation), HMGB2 and p16 (cell 

senescence) via an automated staining process. The images were analysed using 

Pannoramic Viewer and Image J software with colour de-convolution and thresholding 

technique. The findings of the exploratory test set (N=20) were used to develop a pre-

conceptual combined test for outcome prediction in a larger study (N=89). 

Final validation of the combined test ‘uNK-glandular p16’ was conducted on samples from 

women with RPL recruited in the setting of a prospective, randomised-controlled trial (RCT). 

Results 

Combining the normalised uNK and glandular p16 results improved the prediction of 

pregnancy outcome (p=0.0163). The predictive ability of the combined test ‘uNK-glandular 

p16 centile’ was validated in the prospective RCT setting. 

Conclusion 

Glandular-stromal synchrony appears to be an important determinate of pregnancy 

outcome and may help focus future research or therapy. 
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Chapter 1: Introduction 

1.1 Recurrent reproductive failure 

Recurrent reproductive failure in the context of this thesis, encompasses recurrent 

pregnancy loss (RPL) and recurrent implantation failure (RIF). Recurrent 

reproductive failure causes considerable distress to couples wanting to have a 

family. Understanding the complex processes involved in human reproduction is 

crucial in the effort to improve pregnancy outcomes for these couples. At present 

there are numerous investigations and therapies offered to couples suffering 

recurrent reproductive failure. Couples will invest significant time, money and take 

on a level of health risk in order to achieve successful childbirth, even on treatments 

with low success rates.  Many of the treatments offered to couples do not have 

strong evidence of a positive effect on pregnancy outcomes. Hence further research 

in this area is badly needed. 

In the next few chapters, I discuss human reproduction, recurrent pregnancy loss 

and recurrent implantation failure in further detail. 

 

1.1.1 Human reproduction 

1.1.1.1 Fertilisation 

Human reproduction is dependent on a viable ovum, sperm and ability of both 

gametes to meet in the Fallopian tube to fertilise, unless assisted reproductive 

technology is used. Fertilisation of the ovum usually occurs in the ampulla of the 

Fallopian tube. The process of fertilisation begins with chemoattraction of the sperm 

to ovum and adherence to the zona pellucida surrounding the ovum (Bahat et al., 

2003).  

Spermatozoa with active movement, particularly progressive motility comes into 

close contact with the ovum (secondary oocyte arrested at metaphase of Meiosis II). 

The acrosome reaction releases enzymes, in particular hyaluronidase, that enables 

penetration of the zona pellucida by spermatozoa (Holt & Van Look, 2004). The 
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sperm head adheres to the cell membrane of the ovum with breakdown of the area 

of fusion and release of the spermatozoon nucleus into the cytoplasm of the ovum. 

As the spermatozoon binds to the cell membrane of the ovum, the membrane 

becomes impenetrable to other spermatozoa. The successful spermatozoon is 

engulfed by the ovum’s cytoplasm. The sperm head then converts into the male 

pronucleus and the tail detaches. Alongside this, the ovum completes meiosis II 

creating a female pronucleus (Ganong, 2003). Both pronuclei meet and resolve into 

one nucleus with a complete set of 23 chromosomes creating a zygote, which 

contains all essential factors to develop into a new individual. The embryonic period 

begins with the first division of the zygote after 24 hours of fusion. 

The fertilised ovum then travels down the tube to the uterus in about 3 days. In this 

time, the conceptus cleaves until it becomes a morula (cluster of 8 blastomeres) and 

then transforms into a blastocyst (Ganong, 2003). Between day 6 to 10 after LH 

surge, the blastocyst will enter the implantation process with the endometrium and 

be supported for 9 months in a successful pregnancy.  

 

1.1.1.2 Implantation 

 

Implantation is the stage of pregnancy where the embryo adheres to and is 

embedded into the endometrium (Coughlan et al., 2014). The conceptus is a 

blastocyst at this stage of development. The implantation window describes the 

endometrial receptive phase where interaction between embryo and maternal 

endometrium occurs (Gellersen & Brosens, 2014). Most sources state that the 

implantation window spans from day 7 to 9 post LH surge but there are reports that 

the window is wider at days 6 to 10 post LH surge (Achache & Revel, 2006; Bergh & 

Navot, 1992; Fanchin, 2001; Xiao et al., 2010). The endometrium undergoes 

decidualisation in preparation for implantation. The embryonic and maternal 

preparation for pregnancy needs to occur in tandem to support a pregnancy 

successfully (Cha et al., 2012; Gellersen & Brosens, 2014; Su & Fazleabas, 2015).  



18 
 

The process of implantation is commonly associated with a step-wise process. It 

involves apposition and adhesion of the blastocyst to the endometrium (Fazleabas 

& Kim, 2003; Genbacev et al., 2003). Following this, the blastocyst breaches the 

luminal epithelium and decidualising stromal cells migrate and surround the 

invading embryo (Dey et al., 2004; Quenby & Brosens, 2013). The migration of 

decidual stromal cells has been recorded using time-lapse imaging and in migration 

assays (Gellersen et al., 2013; Grewal et al., 2010; Grewal et al., 2008; Schwenke et 

al., 2013). This supports evidence that the endometrium plays an active role in 

reproductive success. 

There are 5 key events that are discussed in the implantation process and adopted 

by the team at Warwick (Lucas et al., 2013).  

 Positioning of embryo near fundus 

 Apposition 

The two processes above occur closely together. This multi-faceted process involves 

the embryo finding a location to implant with a position near the fundus (Chen et 

al., 2013; Salamonsen et al., 2016). At this stage, an embryo can be flushed out as it 

is not yet adherent to endometrial luminal epithelium. 

 Adhesion/attachment 

The embryo initiates direct contact between trophoblast cells and endometrial 

luminal epithelium. This occurs via apical cell membranes of the endometrium 

(Lindenberg, 1991). The inner cell mass migrates to face the trophoblast on the side 

of apposition and the adhesion process is mediated by receptor-ligand interactions 

(Salamonsen et al., 2016; Su & Fazleabas, 2015). A micro-environment is created by 

the cross-talk between the endometrium and embryo in order to support 

implantation. 

 Penetration through luminal epithelium 

At this stage, the decidual stromal cells migrate to encapsulate the implanting 

blastocyst (Quenby & Brosens, 2013). During this stage, the endometrium plays a 
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role as an embryo sensor. The endometrium is able to discriminate between high- 

and low- quality embryos (Salker et al., 2010). The decidualised stromal cells have 

been shown not to migrate towards low quality embryos and stop implantation 

(Brosens et al., 2014; Macklon & Brosens, 2014; Singh et al., 2010; Weimar et al., 

2012). 

 Invasion of stroma 

Trophoblast penetrate the endometrial epithelial layer and reach the basement 

membrane via intercellular gaps between neighbouring epithelial cells without 

destroying them (Carson et al., 2000). This is to ensure the embryo successfully 

embed in the maternal endometrium to create a haemochorial placenta. 

 

Alongside the above process, decidualisation of the endometrium occurs. The 

decidualisation process starts after ovulation and involves differentiation of 

endometrial stromal cells, blood vessels, glands and an increase in endometrial 

leucocytes. The interaction between a competent embryo and endometrium 

initiates changes that make the endometrium more receptive and enhances 

decidualisation. A receptive, decidualised endometrium allows embryo invasion and 

encapsulation by decidualised endometrial stromal cells. The process of 

decidualisation underpins embryo selection at implantation or embryo loss at 

menstruation. I will expand on these processes next. 

Decidualisation 

Decidualisation occurs in response to the actions of progesterone. Progesterone 

nuclear receptors are highly expressed in stromal cells throughout the menstrual 

cycle and pregnancy (Chen et al., 2009). Decidualisation of stromal cells is the 

differentiation of elongated fibroblast-like mesenchymal cells in the endometrial 

stroma to round epithelioid-like cells during the luteal phase of the menstrual cycle 

(Su & Fazleabas, 2015). This begins with endometrial stromal cells surrounding spiral 

arteries in the upper two-third of the endometrium, which is called pre- 

decidualization (Su & Fazleabas, 2015). This reaction persists with implantation and 
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spreads beyond the perivascular regions. Decidual stromal cells can migrate and are 

secretory; and its major secretory products are prolactin and insulin-like growth 

factor binding protein-1 (IGFB-1) (Gellersen et al., 2007).  

Endometrial response to blastocyst signals 

Human chorionic gonadotrophin (HCG) is the major signalling hormone of the 

embryo. It is a glycoprotein hormone synthesized by trophoblast cells and acts as a 

LH super agonist. It extends lifespan of the corpus luteum to support pregnancy until 

placental progesterone is produced at around 6 to 8 weeks gestation (Hallast et al., 

2005; Talmadge et al., 1983). HCG also exerts an endometrial epithelial response by 

inducing cyclooxygenase-2 (COX-2) and prostaglandin E synthase, which both 

control synthesis of prostaglandin E2 (PGE2) (Banerjee et al., 2009). PGE2 induces 

cAMP and endometrial stromal cells to promote pre- decidualization during the 

luteal phase (Tanaka et al., 1993).  

Embryo invasion and encapsulation 

The above cascade initiates endometrial stromal decidualisation and remodelling of 

stromal cell cytoskeleton. These decidualised stromal cells are intrinsically motile 

and have invasive capability (Weimar et al., 2013). This characteristic allows the 

stromal cells to encapsulate the implanting blastocyst and this has been revealed on 

time-lapse recording (Grewal et al., 2010; Grewal et al., 2008). Stromal cell 

decidualisation and motility are essential for establishment of a successful 

pregnancy (Afshar et al., 2012; Su & Fazleabas, 2015). 

Embryo selection, rejection and menstruation 

The endometrial response described serves as a biosensor of embryos. The response 

will either support the embryo or facilitate early rejection and menstruation 

(Brosens et al., 2014; Teklenburg et al., 2010). Decidualised stromal cells can sense 

poor quality embryos and will migrate towards high quality embryo and not poor-

quality embryos (Teklenburg et al., 2010; Weimar et al., 2012). This selection process 

limits maternal investment in invasive but developmentally compromised human 

embryos (Gellersen & Brosens, 2014). In the absence of implantation or in response 
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to a compromised embryo, endometrial stromal cells can trigger tissue destruction 

which also occurs due to fall in progesterone levels causing menstruation (Leitao et 

al., 2010; Leitao et al., 2011).  

Embryo nutrition 

Up to 10 weeks gestation the embryonic nutrition is from glandular secretion and 

passive diffusion (Burton et al., 2002; Salamonsen et al., 2016). This is because 

invading trophoblast cells plug the mouths of the maternal spiral arteries in the first 

10 weeks of gestation (Burton et al., 1999). Blood flow is first seen in the intervillous 

space after this time.  The initiation of blood flow into the intervillous spaces causes 

oxidative stress and is a second test of embryo fitness.  

The importance of this separation between maternal circulation and embryo is to 

provide a stable, low oxygen environment during organogenesis. This critical need is 

to reduce risk of teratogenesis related to oxygen free radicals. Once blood flow is 

initiated, nutrition occurs by exchange between maternal and fetal circulations 

within the placenta. 

 

 

1.1.2 Recurrent pregnancy loss 

 

Recurrent pregnancy loss (RPL) causes repeated physical and psychological trauma 

for the couple involved (Craig et al., 2002b). In the United Kingdom, recurrent 

pregnancy loss is defined as 3 or more consecutive miscarriages of pregnancies 

under 24 weeks gestation. This affects 1-2% of couples trying to conceive (Rai & 

Regan, 2006). However, in other countries, for example The Netherlands and North 

America, recurrent miscarriage is defined as 2 consecutive miscarriages. This latter 

definition has been adopted by the European Society of Human Reproduction and 

Embryology (ESHRE) in their RPL guidance. Unfortunately, management of these 
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couples is fraught with controversy and at times influenced by personal bias and 

small uncontrolled studies.  

Numerous causes have been invoked to explain recurrent pregnancy loss but many 

are unsubstantiated (Barber et al., 2010). In practice, therapies such as low 

molecular weight heparin (LMWH) thromboprophylaxis (Kaandorp et al., 2010; 

Laskin et al., 2009; Visser et al., 2011) and immunomodulators (Ata et al., 2011; 

Stephenson et al., 2010) are frequently used despite current paucity of evidence 

that these approaches are effective.  

Dedicated recurrent pregnancy loss clinics should aim to offer couples support in 

early pregnancy and where possible, within a monitored research setting. The 

research aim is to identify underlying causes, conduct prospective randomised 

controlled trials (RCT) of sufficient power and determine best treatment regimens.  

This set up could still be delivered in general district hospitals with input from 

tertiary centres. An ideal, well-orchestrated service is one that can offer early 

pregnancy reassurance scans, availability of cytogenetic testing and is research 

active in a multi-centre setting. Counselling services similar to those offered to 

fertility patients could be beneficial and considered in the holistic care of a select 

number of affected couples. Currently, care and services available to RPL couples 

are not uniform throughout the United Kingdom.  

Underpinning the controversy of effective therapy is the fact that the 

pathophysiology of RPL remains unclear. One of the many difficulties in ascertaining 

the pathophysiology and cause of RPL is the heterogeneity of this study population.  

Most miscarriages are a process of natural embryo selection and are sporadic 

pregnancy losses with abnormal karyotype that are not compatible with life. 

However, as the number of miscarriages increases so does the chance of miscarriage 

of a normal embryo, thereby increasing the chance of a maternal preventable 

pathology (Lund et al., 2012; Ogasawara et al., 2000) (Figure 1.2). This change in 

odds appears to occur after 5 miscarriages (Figure 1.3).  
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For patients and clinicians, it is unacceptable to delay investigations until couples 

experience 5 miscarriages. Therefore, it is essential to identify women who have an 

underlying pathology at an earlier stage to individualise management and predict 

outcome of subsequent pregnancies. 

Although the background chance of live birth is good following 3 miscarriages, all 

couples suffer anxiety and need support in early pregnancy. To illustrate, a woman 

age 30 to 35 years with a history of 3 miscarriages has a successful pregnancy rate 

of 70-80% (Brigham et al., 1999; Ogasawara et al., 2000).  New tests and treatments 

are needed at this stage, to identify and if possible, prevent the 20-30% who will 

have a repeated pregnancy loss of a normal embryo. 

 

 

 

Figure 1. 1: Karyotype of miscarriages in relation to number of previous miscarriages. 
Reprinted from Fertility Sterility, 73(2); Ogasawara, M., Aoki, K., Okada, S. & Suzumori, K. (2000) Embryonic 
karyotype of abortuses in relation to the number of previous miscarriages. Fertil Steril, 73 (2): 300-304, with 
permission from Elsevier 

As shown in this figure, the presence of karyotypically abnormal fetuses is high in 
subsequent miscarriages for women with history of 2 to 4 miscarriages. Their successful 
pregnancy rates are reassuringly high. However, as the number of previous miscarriages 
reaches 5, the chances of miscarrying a normal embryo rises exponentially. It is the loss of 
these pregnancies that we need to implement measures to prevent. 
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Figure 1. 2: RPL and prognosis for live birth (number of miscarriages). Reprinted with permission 
from Obstet Gynecol; Lund, M., Kamper-Jorgensen, M., Nielsen, H. S., Lidegaard, O., Andersen, A. M. & 
Christiansen, O. B. (2012) Prognosis for live birth in women with recurrent miscarriage: what is the best 
measure of success? Obstet Gynecol, 119 (1): 37-43 
https://journals.lww.com/greenjournal/fulltext/2012/01000/Prognosis_for_Live_Birth_in_Women_With_Recur
rent.7.aspx  

This figure is a Kaplan-Meier plot showing the percentage of women with RPL who have 
had at least one live birth after their first consultation and are grouped by the number of 
previous miscarriages. Successful pregnancy rates begin to decline significantly following 5 
or more previous miscarriages. These findings support those shown in the previous graph 
(Figure 1.2). 

 

In initial consultation with couples, the risk factors and modifiable behaviours should 

be discussed. The recently published ESHRE Recurrent Pregnancy Loss guidance in 

November 2017, is a comprehensive clinical practice guideline formed after careful 

consideration of the scientific evidence available and provides an aid to healthcare 

professionals in clinical decisions about appropriate and effective care for their 

patients (Bender Atik et al., 2018). I will now discuss the risk factors, modifiable 

behaviour and investigations in RPL. 
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1. Risk factors 

The main prognostic risk factors are age and number of previous miscarriages.  

Age 

Advanced female age is a risk for recurrent pregnancy loss, subfertility and obstetric 

complications (Nybo et al., 2000; Sauer, 2015). It was found that female age ≥ 35 

years doubles the risk of another pregnancy loss compared to younger women (OR 

1.99; 95% CI 1.45-2.73) (Lo et al., 2012). Risk of RPL increases dramatically from age 

40 as demonstrated in a 5-year follow up cohort study of 987 couples (Lund et al., 

2012) (Figure 1.4).  

 

Figure 1. 3: Recurrent miscarriage and prognosis for live birth (maternal age). Reprinted with 
permission from Obstet Gynecol; Lund, M., Kamper-Jorgensen, M., Nielsen, H. S., Lidegaard, O., Andersen, A. M. 
& Christiansen, O. B. (2012) Prognosis for live birth in women with recurrent miscarriage: what is the best 
measure of success? Obstet Gynecol, 119 (1): 37-43 
https://journals.lww.com/greenjournal/fulltext/2012/01000/Prognosis_for_Live_Birth_in_Women_With_Recur
rent.7.aspx 

This is a Kaplan-Meier plot showing the percentage of women with recurrent miscarriage 
who have had at least one live birth after first consultation and are grouped by age. This 
emphasises the impact maternal age has on the declining rate of successful pregnancy 
outcomes.  
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Women should be sensitively informed that risk of pregnancy loss increases after 35 

years of age. At age 40, successful pregnancy rate can be less than 50% (Lund et al., 

2012). 

In comparison, increasing male age has an association with incidence of miscarriage 

but it’s importance in RPL is uncertain (Sharma et al., 2015). 

 

Stress 

Couples should be informed that there is no evidence that stress is a factor leading 

to pregnancy loss (Nelson et al., 2003; Plana-Ripoll et al., 2016). There are several 

studies that have shown the presence of higher stress levels in women with 

recurrent pregnancy loss compared to control groups (Kolte et al., 2015; Li et al., 

2012). The impact of stress on risk of recurrent pregnancy loss is unclear as the 

increased levels of stress could be as a result rather than a cause of recurrent 

pregnancy loss. 

Occupational and environmental exposure 

There are only a few small studies that examined exposure to occupational and 

environmental exposure as factors in recurrent pregnancy loss. Therefore, there is 

insufficient information to recommend protection against a particular agent (Gold 

& Tomich, 1994; Pathak et al., 2010). However, general advice on avoiding possible 

hazardous substances during any pregnancy should be given. 

Chronic endometritis 

Chronic endometritis is a condition where plasma cells infiltrate the endometrium. 

Research has shown a wide prevalence range in women with recurrent pregnancy 

loss depending on method of detection used (Bouet et al., 2016; Cicinelli et al., 2014; 

Kitaya, 2011; McQueen et al., 2014; McQueen et al., 2015; Russell et al., 2013). 

However, screening women for endometritis is not currently recommended as there 

are no studies comparing the prevalence in a control group and whether treatment 

improves pregnancy outcomes. 



27 
 

Impaired endometrial decidualization 

Endometrial decidualization during a menstrual cycle and early pregnancy appears 

to be important as a quality control point in the implantation process for normal 

embryos and recognition of abnormal embryos leading to rapid shed of the 

endometrium (menstruation) (Lucas et al., 2016). An excessively receptive 

endometrium to implantation of abnormal embryos leads to increased rate of 

pregnancy loss. Further prospective studies are needed before use in clinical 

practice. 

 

2. Health behaviour modifications 

All couples assessed for RPL should be counselled about modifiable health 

behaviours that can influence pregnancy or health. Some of these behaviours are 

discussed below: 

Smoking cessation 

Couples should be advised that smoking could have a negative impact on pregnancy 

and should be avoided even without evidence that it reduces chance of successful 

pregnancy in recurrent pregnancy loss (Wilcox et al., 1990; Zhang et al., 2010). 

Smoking is known to have a strong association to poor obstetric outcomes and 

general health (Leung & Davies, 2015). 

Body Mass index (BMI) 

Studies have found obesity (BMI >30kg/m2 according to WHO) is associated with 

pregnancy loss and poorer fertility treatment outcomes (Metwally et al., 2008; 

Pandey et al., 2010). Higher prevalence of RPL was found in obese women compared 

to those with a normal BMI (20-30 kg/m2) (Boots & Stephenson, 2011; Lashen et al., 

2004). A further study found that obese women were more likely to miscarry euploid 

embryos (RR 1.63; 95% CI 1.08-2.47) (Boots et al., 2014). It has been demonstrated 

that maternal obesity significantly increased the risk of miscarriage in unexplained 

RPL (OR 1.27; 95% CI 0.89-1.83) (Lo et al., 2012). There is no evidence on the effect 
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of weight loss on RPL. However, studies have shown improvement of fertility with 

weight loss (Pandey et al., 2010).   

In those with low BMI <18.5 kg/m2, there is a significant association with sporadic 

miscarriage but not to recurrent pregnancy loss (Bellver et al., 2003; Lo et al., 2012; 

Maconochie et al., 2007). 

On the basis that maternal obesity and being underweight can lead to obstetric 

complications and impact general health, couples should be advised to aim for a 

healthy BMI. 

Avoiding alcohol 

Excessive alcohol consumption is a proven risk factor for fetal disorder (fetal alcohol 

syndrome). Although there is no evidence of alcohol consumption’s role in recurrent 

pregnancy loss, a large proportion of studies have shown an increased risk of 

miscarriage in a dose-dependent association (Andersen et al., 2012; Avalos et al., 

2014; Maconochie et al., 2007). Therefore, couples with RPL are advised to limit 

alcohol consumption. 

 

3. Investigations and management in RPL 

Here, I will discuss the history, investigations and management options that need to 

be considered when assessing a couple with RPL. 

Medical and family history 

In the first visit for referral of RPL, a thorough history of medical and family history 

should be obtained from both the female and male partner. This would include 

information on risk factors and lifestyle issues as discussed previously. History on 

medical conditions such as thrombophilia, polycystic ovarian syndrome (PCOS), 

diabetes, thyroid disease and family history of hereditary thrombophilia should be 

taken. The information from each couple can be used to select the appropriate 

investigations for RPL, as not all are relevant to every couple.  
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Genetic factor 

Chromosomal abnormalities and aneuploidy of the conceptus are recognised causes 

of sporadic and recurrent pregnancy loss (van den Berg et al., 2012). This can be 

investigated by karyotyping the pregnancy tissue following a miscarriage (Mathur et 

al., 2014). Currently, the best method of genetic analysis is array-based comparative 

genomic hybridisation (array-CGH) as it reduces maternal tissue contaminate 

(Kudesia et al., 2014; Mathur et al., 2014). There are limitations in the test in 

detection of balanced rearrangements, low-level mosaicism and minor copy number 

variants (Freeman et al., 2006; Sahoo et al., 2017). The newer technique of next 

generation sequencing (NGS) may change the choice of test in the near future 

(Shamseldin et al., 2013).  

Detection of chromosomal abnormalities does not translate into a prognostic test or 

offer of treatment. However, it can provide couples with an explanation for why the 

miscarriage occurred. It may also suggest an underlying condition if the couple 

miscarry a normal embryo.  

Parental karyotyping may be beneficial in a select group of couples with RPL. The 

test can detect presence of reciprocal translocation, inversion, Robertsonian 

translocation and other abnormalities. It can be recommended based on genetic 

history, which include previous child born with congenital abnormalities, detection 

of translocation in pregnancy tissue or family history of unbalanced chromosome 

abnormalities. The test has very limited value in other couples, as the rate of an 

abnormal karyotype is very low (Franssen et al., 2005; Franssen et al., 2006). 

This test can provide information on a contributing factor and prognosis for future 

pregnancies. In couples with abnormal results, the cumulative live birth rate is still 

good despite higher risk of RPL (Flynn et al., 2014). Prenatal diagnosis or pre-

implantation genetic testing can be offered to them as treatment after provision of 

information and genetic counselling. 
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Thrombophilia screen 

Thrombophilia is a condition that predisposes women to venous thromboembolism 

and can be acquired or hereditary. Acquired thrombophilia has a strong link to RPL 

but the association of the hereditary form of thrombophilia with RPL is still unclear. 

 

 Antiphospholipid Syndrome (APS) 

APS is the acquired form of thrombophilia. The diagnosis is made on persistent titres 

of antiphospholipid antibodies and vascular thrombosis and/or pregnancy 

complications (Miyakis et al., 2006). The tests that show a strong association with 

early or late miscarriage are lupus anticoagulant (LA) and anticardiolipin antibodies 

(ACA, IgG and IgM), while β2 glycoprotein I antibodies (aβ2GPI, IgG and IgM) show 

possible association but not statistically significant (Opatrny et al., 2006). An 

international consensus meeting recommended APS testing to women with a history 

of two or more pregnancy losses (Bender Atik et al., 2018; van den Boogaard et al., 

2013). 

It is recommended that women diagnosed with APS and a history of at least three 

miscarriages, be started on aspirin 75 to 100 mg daily pre-conceptually and to start 

prophylactic dose of heparin from date of positive pregnancy test (Bender Atik et 

al., 2018). 

 

 Hereditary Thrombophilia 

Hereditary thrombophilia includes Factor V Leiden mutation, Prothrombin gene 

mutation, Antithrombin, Protein C and Protein S deficiency. Due to paucity of 

evidence, screening and anticoagulant treatment for hereditary thrombophilia is not 

advocated outside of a research setting or in women with additional risk factors for 

thrombophilia. 
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Factor V Leiden mutation leads to its resistance to cleavage by activated protein C. 

this mutation appears to have a significant association to risk of a further pregnancy 

loss in the next pregnancy (Bradley et al., 2012). However, there is a paucity of 

evidence on treatment improving pregnancy outcomes.  

Prothrombin gene mutation raises plasma concentration of prothrombin. The 

evidence on the association between RPL and prothrombin gene mutation is not 

strong. The risk of a further pregnancy loss was not significant with minimal clinical 

utility (Bradley et al., 2012; Rey et al., 2003).  

In antithrombin, Protein C and Protein S deficiency, there is no significant association 

to women with RPL or difference in live birth rate compared to controls (Matsukawa 

et al., 2017; Rey et al., 2003). 

 

Immunological screen 

 Human leukocyte antigen (HLA) and cytokines 

It has been suggested that increased compatibility in HLA between partners 

decrease immune tolerance to the fetus. Evidence for compatibility of HLA between 

partners does not show a difference between women with RPL and controls 

(Beydoun & Saftlas, 2005). Measuring cytokine levels (e.g. TNF-α) and cytokine 

polymorphisms should not be tested in clinical practice as the relevance and 

evidence is unclear (Calleja-Agius et al., 2012; Choi & Kwak-Kim, 2008; Lee et al., 

2013; Medica et al., 2009; Mueller-Eckhardt et al., 1994). Therefore, HLA 

determination and cytokine testing in women with RPL is not recommended.  

 Antinuclear antibodies (ANA) 

ANA are antibodies against components of cell nuclei found in many autoimmune 

diseases. Most studies have found an association of positive ANA with RPL and 

poorer pregnancy outcomes (Cavalcante et al., 2015; Christiansen, 1996; Harger et 

al., 1983; Ogasawara et al., 1996; Stern et al., 1998). However, the pathophysiology 
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is unclear and response to immunotherapy is unknown. Therefore, ANA testing has 

limited clinical utility. 

 Natural Killer cells 

There are two forms of investigations, which are tests of cytotoxicity of peripheral 

blood NK cells and uterine NK cells in pre-conceptual endometrial biopsies from 

women with history of RPL. Currently, there is insufficient evidence to recommend 

NK cell testing for women with RPL.  

There is conflicting evidence for an association of high percentage or increased 

cytotoxicity of NK cells in peripheral blood and RPL (Chao et al., 1995; Emmer et al., 

2000; King et al., 2010; Kwak et al., 1995; Lee et al., 2013; Liang et al., 2012; Wang 

et al., 2008). In addition, studies did not find that high NK cell cytotoxicity had an 

impact on subsequent miscarriage rates (Emmer et al., 1999; Katano et al., 2013; 

Liang et al., 2012). 

Most studies have shown uterine NK cells are higher in women with RPL (Clifford et 

al., 1999; Quenby et al., 2005; Shimada et al., 2004; Tuckerman et al., 2007). 

However, the percentage of uNK cell density has not been able to predict 

subsequent pregnancy outcome (Liu et al., 2014; Tuckerman et al., 2007).  

There is also a significant difference between peripheral NK cells and uterine NK cells 

levels (Bender Atik et al., 2018). This means the peripheral NK cell test is unable to 

identify women with RPL for immunological treatments. Furthermore, the uNK cell 

tests are limited by inherent test errors involving interobserver variation, timing of 

the biopsy in the menstrual cycle and consensus on the normal range of the test. 

 

Metabolic and endocrine factors 

 Thyroid Dysfunction 

Thyroid dysfunction and increased thyroid peroxidase antibodies (TPO-Ab) have 

been linked to aberrant fertilisation and embryogenesis which may lead to 
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subfertility and pregnancy loss (Vissenberg et al., 2015). Hyperthyroidism is known 

to cause several pregnancy complications which include sporadic pregnancy loss and 

preterm delivery (Andersen et al., 2014; Bahn et al., 2011; Springer et al., 2017). 

However, there is no evidence on its effect on RPL (Bender Atik et al., 2018). 

Studies report higher prevalence of hypothyroidism and increased levels of TPO-Abs 

in women with RPL (Rao et al., 2008; Ticconi et al., 2011). In hypothyroidism and 

subclinical hypothyroidism, no difference was found in pregnancy outcomes 

compared to control groups (Bernardi et al., 2013; Rao et al., 2008; van den 

Boogaard et al., 2011; van Dijk et al., 2016). The association between thyroid auto 

immunity and RPL is clearer as the odds for a further pregnancy loss in women 

positive for TPO-Abs appeared to be significantly higher than that of controls 

(Thangaratinam et al., 2011; van den Boogaard et al., 2011). 

Hence, thyroid screening should be offered to women with RPL. Hypothyroidism 

should be treated with levothyroxine with monitoring of TSH and T4 levels.  

 PCOS 

There is conflicting evidence about the prevalence of PCOS and insulin resistance in 

women with RPL (Craig et al., 2002a; Maryam et al., 2012; Okon et al., 1998; Sagle 

et al., 1988). There is also no evidence to suggest increased risk of further pregnancy 

loss and there was no difference in predicting live birth rate compared with controls 

(Liddell et al., 1997; Rai et al., 2000).  

Therefore, assessment of PCOS, fasting insulin or glucose is not recommended. 

 

Anatomical factors 

Congenital uterine malformations show a clear association with RPL. These 

malformations encompass the septate uterus, bicornuate uterus, didelphic uterus 

and unicornuate uterus, and the prevalence of these findings are higher in women 

with RPL (Chan et al., 2011b; Saravelos et al., 2008). These women also have higher 

prevalence of first and second trimester miscarriage when compared to controls 
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(Chan et al., 2011a; Venetis et al., 2014). Despite this, how these malformations 

contribute to pregnancy loss and how treatment effects future pregnancy outcome 

is still unclear. 

Acquired uterine malformations include submucous fibroids, endometrial polyps 

and intrauterine adhesions. The prevalence of these findings is again high in women 

with RPL but its contributory factor to further pregnancy loss is uncertain (Hooker et 

al., 2014; Saravelos et al., 2011). Further studies are required to ascertain the clinical 

relevance of both congenital and acquired uterine malformations. However, due to 

the high prevalence, all women with RPL should have an assessment for uterine 

anatomy. 

The preferred non-invasive diagnostic test for congenital uterine malformations is a 

transvaginal 3D ultrasound scan (Caliskan et al., 2010; Ghi et al., 2009; Saravelos et 

al., 2008). The same diagnostic technique can be used for acquired uterine 

abnormalities but there is no strong evidence on which method is preferred. A 

hysteroscopic procedure would allow for the option of treatment in the same 

setting.  

Treatment of uterine abnormalities depends on type and severity. There is still 

insufficient evidence that surgical removal of submucous fibroids, endometrial 

polyps or intrauterine adhesions improves pregnancy outcomes in women with RPL. 

Hysteroscopic resection of uterine septum for RPL should be evaluated in a research 

setting as high-quality studies are needed (Kowalik et al., 2011; Rikken et al., 2017). 

Male factor 

There is conflicting evidence on the association of poor sperm parameters (sperm 

volume, count, reduced viability, abnormal morphology and reduced total 

progressive sperm motility) and RPL (Anifandis et al., 2014; Bhattacharya, 2008; 

Jensen et al., 2014; Pacey et al., 2014; Showell et al., 2014). A number of studies 

addressed male genetic defects and impact on RPL. The only significant association 

was higher miscarriage rates in men with high sperm DNA fragmentation compared 

to men with low sperm DNA damage (Robinson et al., 2012; Zhao et al., 2014). 
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Smoking, obesity and excessive exercise appear to cause oxidative stress that can 

lead to DNA fragmentation (Aitken et al., 2009; Du Plessis et al., 2010; Hsu et al., 

2009). Hence, clinicians should encourage the male partner to make healthy lifestyle 

modifications. More studies are needed to elucidate prognostic value of testing DNA 

fragmentation. 

Treatment of unexplained RPL 

Unexplained RPL is an area that is difficult to manage and evidence is mainly derived 

from poor quality or small studies. Some therapies have moderate or serious 

adverse effects with no significant effect on live birth rate and should not be offered 

or only considered in a research setting. This includes lymphocyte immunization 

therapy (Christiansen et al., 1994; Wong et al., 2014), intravenous immunoglobulin 

(IVIG) (Egerup et al., 2015; Hutton et al., 2007; Wang et al., 2016), prednisolone 

therapy (Gomaa et al., 2014; Laskin et al., 1997) and heparin or low dose aspirin (de 

Jong et al., 2014; Pasquier et al., 2015; Schleussner et al., 2015).  

The use of progestogen in unexplained RPL remains controversial. In a couple of 

recent large RCTs, there was no evidence to support use of vaginal progesterone in 

unexplained RPL (Coomarasamy et al., 2015; Kumar et al., 2014). However, a 

Cochrane systematic review of 11 trials which included 2359 women, found 

moderate evidence that progestogen probably reduces the number of miscarriages 

compared to placebo or controls in unexplained RPL (Haas et al., 2018). 

Further research is required to assess the treatment potential of glucocorticoids, 

granulocyte-colony stimulating factor (G-CSF) and endometrial scratch (Evers, 2016; 

Santjohanser et al., 2013; Scarpellini & Sbracia, 2009) as they have shown some 

beneficial effects. Current evidence does not recommend use of intravenous 

immunoglobulin or intralipids (Empson et al., 2005; Meng et al., 2016). 
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1.1.3 Recurrent implantation failure 

 

Definition of Recurrent Implantation Failure 

Recurrent implantation failure (RIF) has been used to describe failure of embryos to 

implant following repeated IVF cycles since 1983 (Potdar et al., 2013). However, 

there is no unanimous definition of RIF in the number of failed IVF cycles or number 

of embryos transferred that have not implanted (Polanski et al., 2014; Rinehart, 

2007; Simon & Laufer, 2012). The ESHRE PGD Consortium in 2005, suggested that 

RIF be considered after three or more high quality embryo transfers or implantation 

failure with transfer of more or equal to 10 embryos in multiple transfers with exact 

numbers to be determined by each centre (Thornhill et al., 2005). Majority of 

centres in UK use the definition of ≥ 3 failed IVF/ICSI cycles where good quality 

embryos were transferred (Tan et al., 2005).  

A systematic review assessing the definition of RIF was conducted by Polanski and 

group in 2014. It found significant heterogeneity in the definitions used. It is also 

unclear when implantation failure can be diagnosed. There is controversy about 

whether biochemical pregnancy losses should be classified as implantation failures 

(Coughlan et al., 2014). In vitro studies have shown that HCG levels increase in 

developing embryos around day 7 of fertilisation and HCG is an important hormone 

in the implantation process. However, a clear timepoint to confirm implantation is 

yet unknown. The authors of the systematic review suggest RIF be defined as 

absence of implantation, itself defined as a negative serum HCG 14 days after oocyte 

collection, after 2 consecutive cycles of IVF, ICSI or FET, where the cumulative 

number of transferred embryos was no less than 4 cleavage stage embryos and no 

less than 2 blastocyst stage with all embryos being of good quality and of 

appropriate development stage (Polanski et al., 2014). 

The main limitation of the review is the fact that it spans over two decades and the 

definition of RIF is required to shift and evolve with time, in light of new 

developments (Polanski et al., 2014). Most important developments are the practice 
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of transferring blastocyst stage embryos instead of cleavage stage and the move to 

single embryo transfer instead of multiple, in cycles with good quality embryos. 

All of the above, highlights the need for an internationally agreed consensus on the 

definition of RIF. This is paramount to address the limited scientific evidence and 

often empirical approach to investigations and treatment of RIF, by enabling 

research on a focused study population.  

The clinical challenge of RIF 

RIF is a formidable clinical challenge for clinicians and a devastating scenario for 

patients. Various investigations and treatment adjuncts have been studied to 

improve pregnancy outcomes in women with RIF. Not all approaches are evidence-

based and concerns have been raised that interventions have been introduced 

without sufficient supportive evidence.  

A good understanding on the factors required for successful implantation is 

paramount to guide investigations and management in RIF. Implantation is a 

complex process that involves two players: the mother and the embryo. This cross-

talk has been described in a previous section. A supportive maternal host 

environment and a good quality embryo requires synchronous interaction at the 

appropriate time (window of implantation) to achieve implantation and ultimately 

a successful pregnancy. 

In the assessment of couples with RIF, there is an overlap with the clinical approach 

used with those who suffer with RPL. History taking is crucial from both partners and 

the same modifiable health behaviours are relevant as discussed in a previous 

section. Couples with RIF can also be affected emotionally and psychologically. There 

is the added financial burden in proceeding with further IVF/ICSI treatment and need 

for open discussions on future success rates. Fertility counselling is a crucial resource 

in supporting these couples in making decisions about treatment, with a pragmatic 

and considered approach. 

In the following paragraphs, I have discussed the possible factors leading to RIF, their 

credence and respective treatment strategies.  Currently, there is little evidence to 
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guide practice in this difficult clinical challenge and reflects the difference in practice 

across the UK (Tan et al., 2005). In the midst of this, as clinicians, we meet desperate 

couples and it is incumbent on us to counsel based on available evidence and 

chances of success in future treatments. 

Treatment strategies in RIF aim to review previous fertility treatment and investigate 

possible causal associations as a consequence of embryo or endometrial factors. 

 

Embryo factors 

The quality of the embryo is influenced by oocyte quality, paternal sperm factors, 

the ability to fertilise and cleave. In addition, the embryo needs to signal to the 

maternal endometrium to facilitate implantation. Despite the definition of RIF to 

only include good-quality embryos, some morphologically normal embryos of good 

quality still cease to develop in utero and/or fail to implant. This can be due to 

suboptimal local condition or intrinsic factors within the embryos. 

 

1. Oocyte quality 

Poor oocyte quality can be established by poor response to ovarian stimulation and 

functional ovarian tests. The ovarian function tests include antral follicle count, basal 

FSH levels and anti-Mullerian hormone levels. There is age-related association with 

increased chromosomal nondisjunction leading to aneuploidy and increase 

mitochondrial DNA damage (Wang et al., 2009). Obesity also appears to affect the 

quality of oocyte and follicular development (Fedorcsák et al., 2000). The previous 

ovarian stimulation protocols used should be reviewed in order to ascertain the 

possible oocyte contribution to RIF. 

 

2. Sperm contribution 

Sperm is important in the development of a normal, good quality embryo. The male 

partner is generally advised to stop smoking and modify lifestyle behaviour. 
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However, no treatment strategies aimed at improving sperm quality have been 

shown to improve pregnancy outcome. Investigations and treatments should be 

conducted in a research setting. Current evidence does not support sperm DNA 

fragmentation as an important association in RIF or that sperm DNA integrity testing 

has value (Bronet et al., 2012; Coughlan et al., 2015). The recent RCT comparing 

physiological, hyaluronan-selected-ICSI (PICSI) and ICSI, recruited 2772 couples, and 

showed no significant difference in outcomes of live birth rates (Miller et al., 2019). 

There are significant differences in the way these tests are performed and 

interpreted.  

 

3. Genetic cause 

Structural chromosomal abnormalities in parents can lead to recurrent reproductive 

failure including implantation failure (Raziel et al., 2002). There is a higher 

prevalence of balanced translocation in couples with RIF with 2.5% in unexplained 

RIF (Raziel et al., 2002; Stern et al., 1999). Karyotype testing for specific couples 

should be considered (Coughlan et al., 2014). In the presence of structural anomaly, 

pre-implantation genetic diagnosis can be discussed. 

However, pre-implantation genetic screening (PGS) in unexplained RIF is 

controversial. The frequency of aneuploidy is similar in couples with or without RIF 

(Baart et al., 2006; Pehlivan et al., 2003). In a 2006 Cochrane systematic review, nine 

trials met the inclusion criteria and the authors found that live birth rate was 

significantly reduced in the group that had IVF/ICSI with PGS (Twisk et al., 2006). PGS 

technology has advanced in the last decade and further RCTs are urgently needed 

to evaluate the risk and benefit of PGS. It is also recognised that chromosomal 

mosaicism in blastomeres effect a large proportion of human embryos but do not 

necessarily lead to poor outcome (Harper et al., 1995; Munne et al., 1997; Voullaire 

et al., 2000). 
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Maternal host environment 

The only evidence-based investigations or treatment to ensure a supportive 

maternal host environment include identifying abnormal congenital or acquired 

anatomical factors and impaired endometrial function. There has been no 

association found between maternal thrombophilia and IVF failure (Martinelli et al., 

2003; Simur et al., 2009). Therefore, assessing thrombophilia status should not be 

performed. Immunologic investigations or treatment are also controversial as 

evidence is not strong for an association and is conflicting (Blois et al., 2011; 

Gellersen et al., 2007; Koot et al., 2012; Makrigiannakis et al., 2011). 

Next, I discuss the anatomical factors in RIF, the thin endometrium, treatment 

strategy of endometrial injury in preceding cycle to further IVF/ICSI treatment and 

endometrial receptivity. 

 

1. Anatomical factors 

Anatomical factors include the presence of uterine fibroids, uterine septum, uterine 

synechiae, endometrial polyps and hydrosalpinx. The evidence varies in how each of 

these factors and their management affect pregnancy success. Evidence is stronger 

for removal of hydrosalpinx, submucous fibroids and endometrial polyps (Demirol & 

Gurgan, 2004; Margalioth et al., 2006). With these findings, ART is delayed until 

these factors are managed surgically to improve success rates of treatment.  

Submucous fibroids distorting the uterine cavity reduce pregnancy and implantation 

rates (Bernard et al., 2000; Farhi et al., 1995; Narayan et al., 1994; Varasteh et al., 

1999). The suggested mechanism how distorting fibroids affect pregnancy outcome 

is by increased uterine contractility, abnormal vascularization and chronic 

inflammation (Buttram & Reiter, 1981). In a systematic review and meta-analysis, 

hysteroscopic resection of these fibroids was found to improve pregnancy rates 

(Pritts et al., 2009). However, there was no improvement in outcomes when 

myomectomy is performed for intramural fibroids that are not distorting the uterine 

cavity (Metwally et al., 2011; Pritts et al., 2009; Sunkara et al., 2010).  
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Endometrial polyps and intrauterine adhesions may interfere with implantation 

rates (Dawood et al., 2010; Pace et al., 2003; Richlin et al., 2002; Yasmin et al., 2007). 

Hysteroscopic removal of endometrial polyps is generally performed and a 

systematic review showed doubling of clinical pregnancy rate in intrauterine 

insemination cycles following this procedure (Bosteels et al., 2010). However, in a 

Cochrane systematic review no conclusion could be made on efficacy of endometrial 

polyp removal (Jayaprakasan et al., 2014). Furthermore, there is insufficient 

evidence to support hysteroscopic adhesiolysis for intrauterine adhesions due to 

small numbers in studies and the possibility of recurrence of adhesions (Dawood et 

al., 2010). 

The strongest evidence available on improving pregnancy outcomes for anatomical 

factors is found following treatment of hydrosalpinxes. It is suggested that 

hydrosalpinxes can have direct embryotoxic effects, mechanical flush out and 

negative effect on receptivity of the endometrium (Bildirici et al., 2001; Seli et al., 

2005). A prospective randomised controlled trial has shown that salpingectomy over 

no intervention improves live birth rate (LBR) (Strandell et al., 1999). 

In contrast, the most common congenital defect is a uterine septum. There is some 

evidence that a uterine septum is associated with repeated miscarriages but its role 

in infertility is unclear (Fedele et al., 2013; Pabuçcu & Gomel, 2004; Raga et al., 

1997). There is insufficient evidence to recommend hysteroscopic septum resection 

outside research projects as reviewed by National Institute for Health and Care 

Excellence (NICE) guidelines in 2015 titled ‘Hysteroscopic metroplasty of a uterine 

septum for primary infertility’. This conclusion is again confirmed by a Cochrane 

systematic review in 2017. The results of the nine trials that met the inclusion criteria 

was conflicting and there are two ongoing trials (Rikken et al., 2017). A limitation of 

such RCTs is the low number of women with uterine septum and difficulty in 

recruiting. 
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2. Impaired endometrial function 

Impaired endometrial function is an area that has been researched and multiple 

therapies have been suggested. However, evidence for the efficacy of these 

interventions is limited. The aspects of endometrial function that I will explore are 

‘the thin endometrium’, endometrial scratch and endometrial receptivity.  

The thin endometrium 

One suggested optimum endometrial thickness for ART and implantation is ≥ 9mm 

(Noyes et al., 1995). More recent studies suggest that an optimum endometrium is 

one with thickness of 7 or 8mm on day of HCG trigger (Liu et al., 2018; Yuan et al., 

2016). This is a marker of endometrial function and ability to support an implanted 

embryo and placentation. However, a recent meta-analysis has shown that 

endometrial thickness is a poor predictor of pregnancy outcome casting doubt on 

the validity of this test (Weiss et al., 2017).  In particular, an endometrium thickness 

< 6mm, presents a difficult clinical situation to manage, ‘the thin endometrium’ 

(Abdallah et al., 2012; Shufaro et al., 2008). In a large Canadian cohort study of 

24363 fresh and 20114 frozen cycles over 3 years, clinical pregnancy and live birth 

rate declined with each mm decrease in endometrial thickness <8mm in fresh cycle 

and <7mm in frozen cycle. However, they conclude that pregnancy outcomes were 

reasonable for endometrial thickness of 4 to 6mm (Liu et al., 2018). These outcomes 

may reassure clinicians and patients who have persistently thin endometrium. This 

is particularly important as no therapy has been found to improve pregnancy 

outcomes. 

The therapies that have been suggested include high dose oestrogen to prime the 

endometrium, use of aspirin and increasing blood flow to the endometrium (Simon 

& Laufer, 2012). Sildenafil is an agent that causes vasodilatation and is used to 

increase blood flow to the endometrium to encourage development of the 

endometrium in preparation for implantation. However, there have been no high 

quality randomised controlled trials that demonstrate that this approach is 

efficacious in improving live birth rates and this view is supported by a recent 

Cochrane systematic review (Gutarra-Vilchez et al., 2018). Recent research has 
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explored granulocyte colony-stimulating factor as a treatment option. The evidence 

is conflicting but has not shown increase in live birth rates (Aleyasin et al., 2016; 

Kunicki et al., 2017; Zhang et al., 2018). 

 

Endometrial injury in ART 

Mechanical stimulation of the endometrium using an endometrial sampling 

catheter, in the cycle preceding treatment may be beneficial in certain subgroups of 

women (Narvekar et al., 2010; Raziel et al., 2007). This is supported by a Cochrane 

review which found increased live birth rate following endometrial injury in women 

with RIF and > 2 previous embryo transfers (Nastri et al., 2015). Other systematic 

reviews and meta-analysis found similar results (El-Toukhy et al., 2012; Potdar et al., 

2012). It is postulated that this endometrial injury provokes an immune response 

that encourages the endometrium to prepare for implantation (Gnainsky et al., 

2010). More information is needed to understand the underlying process of 

mechanical stimulation.  

 

Endometrial Receptivity Array test 

Endometrial tests such as the Endometrial Receptivity Array test is a novel technique 

to allow estimation of when the window of implantation will take place. This test 

examines a small amount of tissue from the endometrial lining and analyses  

presence of over 200 genes associated with implantation (Garrido-Gómez et al., 

2013). Studies have found, this window can vary and better recognition of the 

‘window of implantation’ may suggest options to manipulate this crucial period and 

facilitate the cross-talk between the embryo and its platform (Sebastian-Leon et al., 

2018). Moving the timing of planned embryo transfer to the appropriate time is 

hoped to improve the chance of successful implantation (Ruiz-Alonso et al., 2013; 

Sebastian-Leon et al., 2018). A randomised controlled trial is ongoing to assess the 

efficacy of this approach. Currently, there is still insufficient evidence to determine 

improvement of pregnancy outcomes. 
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Recently, the concept that RIF is more than asynchrony of endometrial maturation 

and therefore receptivity, has emerged. This supports the idea that endometrial 

receptivity is determined by a multitude of factors (Koot et al., 2012). Advancements 

in technology have open avenues for future research allowing exploration of gene 

expression during decidualisation. Research has demonstrated a specific 

transcriptomic signature in RIF when compared to controls (Koot et al., 2016; 

Macklon, 2017). Further work, has also shown a differential constitutive disruption 

of endometrial gene expression in women with RIF (Huang et al., 2017). Gene 

expression analyses appear able to classify women by severity of RIF phenotype and 

has the potential to elucidate underlying mechanisms of RIF that are yet unknown. 

 

Management of RIF 

Approach to management of couples with RIF should begin with a multi-disciplinary 

discussion consisting of a senior fertility specialist, senior embryologist and if 

appropriate reproductive surgeon and fertility counsellor. A thorough review of 

underlying cause of infertility, previous treatment results, treatment protocol, 

ovarian stimulation response, oocyte quality, fertilisation rates and quality of 

embryos should be conducted. This will guide modification and change treatment 

protocols as required. Any behavioural modifications that need to be undertaken 

should be discussed. Following this, careful consideration should be given to further 

investigations or therapies based on current evidence as discussed above. Main 

treatment strategy is to improve quality of embryo and receptivity of the 

endometrium. 

At present this process is problematic due to the dearth of evidence-based 

investigations or precision treatments available. Furthermore, there are a large 

number of expensive but not proven treatments.  

For the rest of my thesis, I will concentrate on the endometrial contribution to 

reproductive failure.   
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1.2 Endometrial factor in RPL and RIF 

 

In the Brosens research laboratory in Warwick Medical School, the focus has been 

on investigating the endometrium as a factor in recurrent reproductive failure. The 

Warwick paradigm is that the endometrium plays a crucial role in natural embryo 

selection (Brosens et al., 2014; Salker et al., 2010; Teklenburg et al., 2010) and 

sustaining pregnancies.  

 

1.2.1 Human Endometrium 

 

The endometrium is the inner epithelial layer of the uterus. It is a highly dynamic, 

cycling tissue that plays an important role in embryo selection.  

It consists of three layers: the stratum compactum, stratum spongiosum and 

stratum basalis. During the proliferative phase of the menstrual cycle, the stratum 

compactum and stratum spongiosum develop into the stratum functionalis.  

The functionalis region is made of the epithelium, endometrial human stromal cells, 

endometrial glands, immune cells and spiral arteries. The functionalis layer is under 

the influence of hormonal changes. It thickens with proliferation and changes to a 

mainly secretory tissue which sloughs off during menstruation. The basalis layer 

remains following menstruation and contains vessels (short, straight basilar arteries) 

that spiral arteries originate from (Ganong, 2003). 

Before puberty and following menopause, this tissue is morphologically constant. At 

menarche, the endometrium prepares for embryo implantation in a cyclical pattern 

dependent on hormonal control of the hypothalamic-pituitary-ovarian axis. The 

three phases are the follicular phase (proliferative), luteal phase (secretory) and 

menstruation if no embryo implants. This process is described next. 
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1.2.1.1 Hypothalamus-pituitary-ovarian axis 

 

Hypothalamic-pituitary-ovarian axis (HPO-axis) 

 

Figure 1. 4: Hypothalamic-pituitary-ovarian axis (HPO-axis) in human menstrual cycle. (By 
courtesy of Encyclopaedia Britannica, Inc., copyright 2013; used with permission.) 

 

Oestrogen and progesterone are key hormones for steroid action within the 

endometrial cycle. These hormones are released by the ovaries. The ovaries are 

regulated by pituitary hormones that are under direct control of the hypothalamus. 

In the hypothalamus, neurons secrete pulsatile gonadotrophin-releasing hormone 

(GnRH) which travel along the portal vessels and bind to basophil gonadotroph cells 

in the anterior pituitary gland. This causes the synthesis and release of 

gonadotrophin hormones; follicular-stimulating hormone (FSH) and luteinising 

hormone (LH). FSH and LH regulate ovarian hormone production and the growth and 

release of oocytes.  

Within each menstrual cycle, around 15 to 20 antral follicles are recruited by FSH 

and LH (Scheffer et al., 2003). This occurs following menstruation at around day 4. 

At the same time, the smaller follicles release inhibin B which provides negative 

feedback and inhibits basal FSH secretion. Follicular development and synthesis of 

oestradiol are dependent on FSH, LH, granulosa cells and theca cells. As the follicles 
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grow, oestradiol levels increase and exerts a negative feedback on the HPO-axis. This 

ensures one follicle becomes dominant per cycle and ovulates. When this follicle is 

mature, high concentrations of oestradiol cause a change to a positive feedback at 

the pituitary and hypothalamus. This causes the LH surge and ovulation around 36 

hours later. The corpus luteum is formed by the remaining granulosa and theca cells 

following ovulation. The LH surge also causes the luteinisation of these granulosa 

cells enabling synthesis of progesterone. The corpus luteum produces large amount 

of progesterone to stabilize the endometrium in preparation for pregnancy. If 

conception does not occur, the corpus luteum regresses and progesterone levels 

fall. This withdrawal causes menstruation and FSH to increase for the next cycle. 

 

1.2.1.2 Menstrual cycle 

The diagram below illustrates the interaction between hypothalamic-pituitary-

ovarian axis and the endometrium. 

 

Figure 1. 5: The menstrual cycle. The HPO-axis exerts hormonal control on the ovaries 
which secrete oestrogen and progesterone. Oestrogen and progesterone drives 
proliferation and decidualisation of the endometrium. (By courtesy of Encyclopaedia 
Britannica, Inc., copyright 2013; used with permission.) 
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Endometrial changes in the menstrual cycle (28 days cycle) 

1. Proliferative Phase (follicular) – Day 4 to 14 

Following menstruation and repair, oestradiol is secreted by the developing ovarian 

follicles. This leads to endometrial proliferation and stimulates expression of both 

the oestrogen receptor and progesterone receptor across all cell types (Bouchard et 

al., 1991). The functionalis layer of the endometrium is the site of intense mitosis 

creating a thickened endometrium consisting of glands supported by stroma 

(Brenner et al., 2003a; McClellan et al., 1986). Studies have demonstrated that the 

basalis layer may not be the source of stem cells for endometrial regeneration but 

changes in the microenvironment may re-programme the functionalis cells 

remaining to regenerate a new functionalis layer (Horne & Blithe, 2007). 

The endometrial epithelium is formed again and some are ciliated. The endometrial 

glands grow and lengthen with the increased thickness of the endometrium but are 

not convoluted and do not secrete. The spiral arteries begin to wind into the stroma. 

The end of the proliferative phase occurs when oestradiol peak exerts a positive 

feedback at the pituitary and initiates the LH surge causing ovulation around 36 

hours later. 

 

2. Luteal Phase (secretory) 

The corpus luteum is the remaining granulosa and theca cells following ovulation. It 

secretes progesterone which drives the transformation of the proliferative 

endometrium into the secretory structure required for implantation and pregnancy 

(Horne & Blithe, 2007). The endometrium becomes slightly oedematous and very 

vascular. The glands become coiled and torturous. They acquire glycogen and 

release glycoprotein secretions that support implantation. The spiral arteries 

entwine with the glands and become mature structures. The expression of 

oestrogen and progesterone receptors disappears about 7 to 10 days following 

ovulation which corresponds to the usual time of implantation (Wilcox et al., 1999). 
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The maximal receptive period for an embryo is the implantation window, which 

usually lies between day 20 to 23. 

The length of the luteal phase is remarkably constant at a duration of 14 days. 

3. Menstruation (Day 1 – 4) 

In the absence of conception, progesterone levels fall with the regression of the 

corpus luteum resulting in the loss of lysosomal integrity (Salamonsen et al., 1999). 

The functionalis layer undergoes enzymatic degradation, the spiral arteries constrict 

causing tissue necrosis and the layer is sloughed off in menstrual blood, which does 

not coagulate due to local fibrinolytic factors (Ganong, 2003).  

 

 

1.2.2 Assessing endometrial function 

1.2.2.1 Decidualisation 

 

Decidualisation is the transformation of endometrial stromal cells into specialized 

secretory decidual cells that provide a nutritive and immune privileged matrix 

essential for embryo implantation and placental development (Gellersen & Brosens, 

2014). Rising progesterone levels, paracrine signals and cellular cyclic adenosine 

monophosphate (cAMP) production that occur in the mid-luteal phase of a 

menstrual cycle initiates decidualisation. Decidualisation begins in the vicinity of the 

spiral arterioles and then spreads to encompass the whole superficial endometrial 

layer as the cycle progresses. In conjunction with stromal cell decidualisation, the 

endometrium undergoes extensive remodelling that is affected by the influx of 

immune cells, predominantly uterine Natural Killer cells and macrophages. 

A significant body of evidence has shown that impaired decidualisation is associated 

to recurrent pregnancy loss and recurrent implantation failure (Brighton et al., 2017; 

Brosens et al., 2014; Gellersen et al., 2007; Lucas et al., 2016; Weimar et al., 2013). 
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Decreased endometrial mesenchymal stem cells (eMSCs) and accelerated stromal 

senescence has been implicated in the process of impaired decidualisation (Lucas et 

al., 2016). 

An important role of decidualisation is the ability to select normal from abnormal 

embryos. Decidualised human endometrial stromal cells (HESCs) from women with 

recurrent pregnancy loss discriminate less effectively between high and low-quality 

embryos and migrate more readily towards trophoblast spheroids (Salker et al., 

2010; Weimar et al., 2012). Due to this, some women with RPL are ‘superfertile’ as 

they have increased fecundity due to the loss of endometrial ability for embryo 

selection and allows implantation of low-quality embryos that are lost during 

menstruation in normal women but end in miscarriage in ‘superfertile’ women 

(Salker et al., 2010). In comparison, the endometrium in women with RIF has the 

opposite problem of being highly selective by inhibiting recognition and impairing 

the implantation of good quality embryos.  

In the following paragraphs, I explore how decidualisation is important for 

reproductive fitness in humans.  

Reproductive fitness  

Historically, knowledge of early reproductive events in humans have been derived 

from animal models. This is due to the ethical and legal restrictions inherent in this 

area of study. The mouse model has been the most commonly used due to its 

predictability, relatively short gestation and ability to deliberately breed mice with 

absence of a desired gene (Melford et al., 2014). However, as in most mammalian 

species, the murine embryo signals trigger decidualisation in an oestrous cycle. In 

contrast, the initiation of decidualisation in humans is uncoupled from embryonic 

signals (Teklenburg et al., 2010). In humans, ‘spontaneous’ decidualisation occurs in 

each menstrual cycle, irrespective of the presence of an embryo (Brosens et al., 

2002; Gellersen et al., 2007). This suggests significant difference in early pregnancy 

developments.  
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Both humans and mice develop haemochorial placentae which is the most invasive 

form of placentation. The difference is human embryos are more invasive and 

implant interstitially, deeply invading stroma cells, while the epithelium is restored 

over the conceptus (Melford et al., 2014). Therefore, human embryos are deeply 

invasive and require a large investment from the mother. This investment is mainly 

for a single human fetus, whereas mice have on average 6 in a litter and can have up 

to 10 litters a year. Gross embryonic chromosomal abnormalities are also rare in 

most mice strain (Teklenburg et al., 2010). Conversely, there is significant mosaicism 

in top-quality human embryos and intrinsic genomic instability. The presence of this 

genomic instability confers genetic diversity and adaptability; important for 

complex, high-functioning individuals.  

Another difference from the mouse model, is the ability of mice to delay 

implantation. The murine uterus remains quiescent causing embryos in a blastocyst 

state to remain dormant (embryonic diapause) (Lopes et al., 2004). A surge in 

ovarian oestradiol then triggers synchronized implantation of chromosomally stable 

murine embryos (Hamatani et al., 2004). Reproductive success in mice is based on 

quantity, rapid breeding cycles, multiple implantation events and litter sizes (Lucas 

et al., 2013). 

In all species, reproduction has a large energy cost and it is beneficial to have ideal 

conditions to ensure investment in competent embryos and offspring survival. The 

Warwick group proposes a variable endometrial strategy for human reproductive 

success which safeguards the mother against prolonged investment in invasive but 

developmentally abnormal embryos. In humans, the endometrium plays an active 

role in implantation and as an embryo sensor. The process of cyclic decidualisation 

and menstruation is believed to be an adaptive response to the high incidence of 

chromosomal instability in human embryos (Teklenburg et al., 2010). Decidualising 

stromal cells appear to have the ability to respond to individual embryos and either 

promote implantation and further development or facilitate early rejection 

(Macklon & Brosens, 2014). Therefore, failure or inadequacies of this process may 

disable natural embryo selection and lead to recurrent reproductive failure. 
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The ‘permissive’ and ‘selective’ endometrium 

Cyclical decidualisation enables the endometrium to adapt and rebalance its 

permissive and selectivity traits. The endometrium is termed permissive during its 

receptive phase or window of implantation and selective out of this phase (Gellersen 

& Brosens, 2014). In an ordered decidual response, the endometrial stromal cells 

are able to discriminate low- and high-quality embryos during the window of 

implantation (Macklon & Brosens, 2014). This system is capable of disposing of 

incompetent embryos prior to implantation and safeguarding the mother from 

investing in abnormal embryos. There are also additional mechanisms following 

implantation to ensure timely rejection of failing pregnancies. An embryo that 

secretes insufficient HCG is deemed to lack fitness and is unable to rescue the corpus 

luteum to support pregnancy leading to early miscarriage in the first few weeks. 

Beyond this near the end of the first trimester, the transition from histiotrophic 

nutrition to active maternal perfusion of the placenta serves as a robust stress test 

of the feto-maternal interface (Hempstock et al., 2003; Jauniaux et al., 2000). This 

ensures that if a pregnancy is poised to fail, it is most likely to fail before 12 weeks 

gestation. The balance of endometrial and embryonic phenotypes is postulated to 

ensure the likelihood of a successful pregnancy outweighs that of a clinical 

miscarriage (Gellersen & Brosens, 2014).   

 

Research has shown a prolonged and disordered proinflammatory decidual 

response in women with RPL (Salker et al., 2012). This proinflammatory decidual 

phenotype prolongs the window of receptivity and loses its ability to discriminate 

between low- and high-quality embryos in cell migration assays (Salker et al., 2010; 

Salker et al., 2011; Weimar et al., 2012). This highly receptive endometrium allows 

unhindered implantation leading to high number of subsequent pregnancy failures 

due to implantation of incompetent embryos. This paradigm can also explain the 

concept of ‘superfertile women’ who conceive rapidly but also have increased 

pregnancy losses due to aberrant embryo selection by the endometrium (Macklon 

et al., 2002; Salker et al., 2010; Wang et al., 2003). Conversely, it is postulated that 
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excessive or lack of decidualisation could increase the barrier function of the 

endometrium leading to implantation failure and conception delay (Gellersen & 

Brosens, 2014).  This may explain some of the underlying mechanisms in women 

with RIF. 

 

Figure 1. 6: Variable strategy of human endometrium in reproductive fitness. Gellersen, B. & 
Brosens, J. J. (2014) Cyclic decidualization of the human endometrium in reproductive health and failure. Endocr 
Rev, 35 (6): 851-905, by permission of Endocrine Society and Oxford University Press. 

The above figure shows the interaction between the maternal endometrium and the 
embryo. A highly receptive endometrium encourages pregnancy but losses its ability to 
discriminate between high and low- quality embryos leading to higher incidence of 
miscarriages. A highly selective endometrium discourages implantation and may cause 
implantation failure of good quality embryo. However, miscarriages are less likely to 
happen as no implantation occurs.  
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Differences in RPL and RIF 

Research has often combined RPL and RIF under the term recurrent reproductive 

failure. However, emerging evidence suggests that these are separate clinical 

entities that may sit on opposing ends of a spectrum of endometrial phenotypes. In 

reality, women’s endometrial phenotype likely changes on the scale of permissive 

and selective traits through adaptations in menstrual cycles. Menstruation 

showcases the remarkable ability of the endometrium to regenerate and recruits an 

abundance of adult stem cells (Du et al., 2012; Du & Taylor, 2010; Gargett et al., 

2012; Gargett & Ye, 2012).  

In RPL, the endometrium appears to be highly permissive and has lost its natural 

embryo selection ability. However, the chances of successful pregnancy outcomes 

following 3 miscarriages are good with or without intervention. This may be 

attributed to inter-cycle variation of the endometrium and exposure to a competent 

embryo following a high incidence of embryo chromosomal abnormalities. 

However, it is postulated that women with RIF and no history of RPL, have a highly 

selective endometrium. This endometrial phenotype does not only dispose of 

abnormal embryos but also competent ones prior to implantation. Therefore, no 

implantation takes place despite good quality embryos and women do not 

experience miscarriages. The underlying mechanism is still unclear but this paradigm 

supports the idea that RPL and RIF are a result of different aberrant processes 

(Gellersen & Brosens, 2014).  

If this disparity is true, then the future enrichment of study populations in recurrent 

reproductive failure must recognise the difference in these two groups. Further 

studies examining these mechanisms and endometrial plasticity are important to 

understanding the underlying pathophysiology before precision interventions can 

be developed that ensure reproductive fitness.  
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1.2.2.2 Endometrial function investigations 

 

It is clear that the human endometrium is a dynamic tissue that undergoes cyclical 

changes each month and requires balanced haemostasis to perform its role 

effectively. Research effort has focused on assessing endometrial function in the 

mid-luteal phase, when investigating underlying pathology and possible therapies 

for RPL or RIF. Assessment at this time provides information on the preparation of 

the endometrium for implantation. The aim of research is to identify abnormalities 

that lead to a highly receptive or restrictive endometrium leading to RPL or RIF, 

which would direct focused therapy. The following explores methods of 

investigation using mid-luteal endometrial biopsies. 

1. Endometrial histological dating 

As the basalis layer remains constant and is not under the influence of hormones, 

endometrial dating is performed on the functionalis layer. Traditionally, Noyes 

criteria has been used (NOYES, 1956; NOYES, 1963). It was developed on the 

morphological characteristics associated with the proliferative and luteal phase of a 

menstrual cycle.  

The limitations of this method include the poor inter-observer reproducibility 

(Coutifaris et al., 2004; Lessey et al., 2000; Myers et al., 2004). Histological 

classifications also do not address functional changes as seen with proliferative 

markers or steroid receptor expression. Detection and counting of proliferative cells 

are a better method to use in the proliferative phase. This has been measured using 

differing antibodies in immunohistochemistry and an example is Ki67 (Gerdes et al., 

1983) and phosphorylated histone H3 (Brenner et al., 2003b). In addition, the 

technique of endometrial biopsies through Pipelle sampling disrupts the spatial 

arrangement of tissue and does not represent the overall complexity for accurate 

histological dating (Horne & Blithe, 2007).   
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2. Genomic expression 

Research has studied genomic analysis as a means to classify endometrial biopsies 

into stages based on gene expression in each phase of the menstrual cycle. This 

would help overcome the inaccuracy found in histological endometrial dating. The 

Endometrial Receptivity Array test (ERA) used to investigate recurrent implantation 

failure and time the ‘window of implantation’ is an example. These methods are still 

being researched and requires specific expertise (Ruiz-Alonso et al., 2013; Sebastian-

Leon et al., 2018). Whilst the ERA test offers promise for improving endometrial 

function prior to embryo transfer, the test along with the suggested management of 

delaying transfer or increasing progesterone administration has not been proven 

with a published randomised-controlled trial. 

Genomic expression patterns in the endometrium can be separated based on 

steroid receptor patterns and the phase of the menstrual cycle with different effects 

in the stromal cells or the epithelial cells (Lessey, 2003; Talbi et al., 2006). Genes are 

expressed dependent on the roles required in each phase of the menstrual cycle 

(Houshdaran et al., 2014; Simon et al., 2009; Zelenko et al., 2012; Zhang & Ho, 2011).  

 

3. Uterine immune system 

Pregnancy is a unique and challenging condition for the maternal immune system. 

The maternal immune system must exhibit tolerance to the semi-allogenic embryo, 

while retaining appropriate immune responses to protect against local immune 

insults. This immunological paradox invokes multiple complex, overlapping and 

redundant mechanisms (Hyde & Schust, 2016). The mechanisms underpinning 

immune tolerance are crucially time and site specific. Understanding this process is 

complicated by limitations of human studies for logistic and ethical reasons. Hence, 

some insights have been garnered from animal studies only.  

The immune system has two parts; the peripheral and mucosal system. The 

peripheral system provides defence against blood-borne pathogens through 

functions of spleen, lymph nodes and peripheral blood. The mucosal or innate 
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immune system protects against pathogens that gain entry to the body through 

mucosal surfaces; at the respiratory, gastrointestinal and genitourinary tract. The 

innate immune system compromises of T cells, B cells (including IgA-secreting 

plasma cells), NK cells, macrophages and dendritic cells (Hyde & Schust, 2016; 

Kutteh, 2014).   

It is the innate immune system at the maternal-fetal interface, that confers immune 

tolerance needed for the establishment and maintenance of pregnancy in the pre- 

and peri-implantation period (Veenstra van Nieuwenhoven et al., 2003). This local 

system is unique as it has hormonal regulation in a tissue which requires constant 

transformation and adaptation. There are a series of mechanisms that exert this 

immune tolerance; which include absence of classical major histocompatibility 

complex (MHC) molecules on sperm, embryonic and trophoblast cells, alteration 

toward anti-inflammatory Th2 driven system and a unique population of immune 

cells (Hyde & Schust, 2016).   

 

Immune cell population 

 Decidual granular lymphocyte (uNK cells) 

The uterine Natural Killer (uNK) cells is the most abundant lymphocyte in the 

endometrial immune system during late luteal phase and early pregnancy (Johnson 

et al., 1999; Loke & King, 2000a; Loke & King, 2000b; Vince & Johnson, 2000). It is 

the major immune cell population at the early feto-maternal interface and the key 

regulators in supporting trophoblast invasion and of the maternal uterine 

vasculature remodelling (Hanna et al., 2006; Kopcow et al., 2005). This is one of the 

reasons that it has been extensively studied.  

Uterine NK cells express CD56+ CD16- a less toxic cell population compared to 

peripheral NK cells which mainly express CD56+Cd16+, a cytotoxic subset (Lee et al., 

2011). Uterine NK cells begin to increase in the mid-secretory phase and continues 

with a rapid rise in late luteal phase reaching 70% of uterine leucocytes (Flynn et al., 

2000). The levels reach a peak at the end of the first trimester (King et al., 1991). 
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These findings suggest uNK cells play a crucial role in the establishment and 

maintenance of a pregnancy. Active uNK cells secrete IL-15 and increase production 

of cytokines, growth and angiogenic factors (Hanna et al., 2006). In this manner, uNK 

cells contribute to embryo implantation and decidualisation of the endometrium 

(Manaster et al., 2008). More recent research has found that uNK cells also play a 

role in clearing endometrial senescent cells creating space within the functionalis 

layer of the endometrium which facilitates invasion of the implanting embryo 

(Brighton et al., 2017). 

 NKT cell 

NKT cells exhibit both NK and T cell characteristics (Boyson et al., 2002; Godfrey et 

al., 2000). NKT cell expansion is mediated by fetally expressed MHC Class I molecule 

from paternal genome in mice (Dang & Heyborne, 2001).  NKT cells are also present 

in human decidua and may represent a mechanism of fetal modulation on maternal 

immune response to induce tolerance and be involved in formation of Th2- 

dominant environment (Hyde & Schust, 2016).  

 T cell regulation 

T cells are present in low numbers in the late secretory phases (Johnson et al., 1999; 

Loke & King, 2000c; Vince & Johnson, 2000). The balance between effector and 

regulatory T cells are important for feto-maternal immune tolerance.  

MHC Class I molecules present endogenous antigens to T cell receptors (TCR) on 

CD8+ T cells. Although gametes and most placental cells are MHC Class I and II 

negative, the extra villous trophoblast cell does express non-classic MHC Class I 

molecules HLA-G, HLA-E and HLA-C (Hyde & Schust, 2016). This pattern of MHC 

expression may limit allorecognition reactions and promote uNK cell-mediated 

cytokine modulation and maternal vascular remodelling (Hyde & Schust, 2016).  

TCR on CD4+ T cells recognise antigen presented by MHC Class II molecules on 

antigen presenting cells and is a defence mechanism against exogenous pathogens 

(Hyde & Schust, 2016). These CD4+ cells are T helper and regulatory T cells.  
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Successful implantation requires tight control of inflammatory-type reactions. In 

particular, the Th 1 pro-inflammatory response which is seen in transplanted graft 

rejection (Zenclussen, 2013). Naive T helper cells (Th0) mature and differentiate 

depending on their cytokine microenvironment. T cells producing type 1 cytokines 

(Th1) causes a pro-inflammatory reaction in the initial process of embryo 

implantation and invasion of the endometrium (Mor et al., 2011). This is followed 

by a shift to an anti-inflammatory phase with T cells releasing type 2 cytokines (Th2) 

to establish the embryo, support rapid fetal growth and development by 

maintaining uterine quiescence (Szekeres-Bartho & Polgar, 2010). Other T helper 

cells include regulatory T cells (T regs) which are potent suppressors of inflammatory 

type 1 immune responses by suppressing inflammatory cytokine INF-γ secretion 

(Mao et al., 2010). T regs also suppress secretion of IL-4 against paternal antigens 

(Mjösberg et al., 2007). 

There are also many co-stimulatory signals which control response to antigens and 

assist immune tolerance by suppressing T cell activation, adaptations to promote 

antigen tolerance and T cell apoptosis (Freeman et al., 2000; Nagamatsu et al., 2011; 

Petroff & Perchellet, 2010). 

 Dendritic cells and decidual macrophages 

Dendritic cells and decidual macrophages are the major antigen presenting cells in 

the endometrium (Plaks et al., 2008). The colony-stimulating factor (CSF-1) secreted 

by endometrial epithelium, is the main regulator of mononuclear phagocytic lineage 

and controls the function of these two cell types (Pollard, 2008). Both affect immune 

tolerance and regulate angiogenesis (Nagamatsu & Schust, 2010). 

 B lymphocytes 

There are low numbers of B lymphocytes in the decidua, which aids in immune 

tolerance while retain pathogen surveillance ability (Aït-Azzouzene et al., 1998; 

Kutteh, 2014; Muzzio et al., 2016). These cells produce antibodies as a central 

component to the humoral immunity (Hyde & Schust, 2016).  
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Reproductive Hormonal Control 

Hormonal control of immune modulation and maintenance of semi-allogeneic fetus 

is provided by oestrogen, progesterone and human chorionic gonadotrophin (hCG) 

(Siiteri et al., 1977; Wira et al., 2014). High levels of oestrogen and progesterone 

appears to promote Th2 immune responses and enhance recruitment and 

proliferation of T regs (Correale et al., 1998; Cutolo & Wilder, 2000; Mao et al., 2010; 

Salem et al., 2000). HCG also sustains an anti-inflammatory effect and is a 

chemoattractant to T reg cells at the maternal-fetal interface (Schumacher et al., 

2009). 

In summary, the local immune system of the endometrium and of the maternal-fetal 

interface is a highly complex, multi-faceted process that is still not fully understood. 

Disruptions and aberrations in this process can lead to several complications such as 

RPL, RIF, preterm birth, pre-eclampsia and restricted fetal growth.  

 

1.3 Uterine Natural Killer (uNK) cell test 
 

One area of research, centres on the link between uNK cells and reproductive failure. 

As previously discussed, these lymphocytes are part of the innate immune system 

and are the most abundant lymphocyte found in the endometrium. uNK cells show 

the ability to interact with fetal trophoblasts and have a role in decidualisation, 

angiogenesis and clearance of acute cell senescence.  

Studies in luteal phase endometrium have shown that women with recurrent 

reproductive failure have higher density of uNK cells than controls (Clifford et al., 

1999; Quenby et al., 1999; Tuckerman et al., 2007). The uNK cell density test is 

performed in mid-luteal endometrial biopsies. This test has been adopted by many 

centres across the world to assess women with RPL or RIF. UNK cell density 

correlated well with in vitro models of decidualisation suggesting that the uNK cell 

density is functionally important (Kuroda et al., 2013). However, very little 
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prospective data exists to assess how good the test is at predicting pregnancy 

outcome (Tang et al., 2011). 

The normal range for uNK cell density was set by using a range determined from a 

group of women attending hospital in the mid-luteal phase for a laparoscopic 

sterilisation having completed their family with two or more live births (Quenby et 

al., 1999; Quenby et al., 2005). However, this normal range was based on a low 

number of samples. Recent research in China has supported these findings of a 

normal value of ≤ 5% (Chen et al., 2017). However, we know that uNK cells increase 

throughout the menstrual cycle (Russell et al., 2011; Russell et al., 2014; Russell et 

al., 2013) and it would be ideal to have a normal range of uNK cell density for each 

day of the menstrual cycle. Furthermore, to improve accuracy of testing, a UK 

consensus was reached and the test standardised for reliability and reproducibility 

across centres (Lash et al., 2016).  

When uNK cell density is above normal values, they appear to increase peri-

implantation angiogenesis which may lead to pregnancy failure due to excessive 

oxidative stress (Quenby & Farquharson, 2006; Quenby et al., 2009). In our research 

unit, recent work has shown that uNK cells are important in clearing senescent 

endometrial stromal cells to create spaces within the endometrium that supports 

implantation of an embryo (Brighton et al., 2017). An imbalance of senescent cells 

and uNK cells disrupts this process. 

It has been demonstrated that high uNK cell density can be reduced with 

prednisolone therapy (Quenby et al., 2005). In theory, reducing high uNK cell density 

would lead to increased rate of live births. However, the prognostic value on 

pregnancy outcome of treating high uNK cell density still remains uncertain (Dan et 

al., 2015; Tang et al., 2009; Tuckerman et al., 2007). This therapy also has significant 

adverse effects in pregnancy and it is not recommended outside a research setting. 

In addition, the test has the inherent error of interobserver variation and timing of 

the biopsy.  
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1.3.1 Normalisation for day of cycle 

 

Work in our research group has investigated improving the uNK cell density test by 

normalising for day of cycle when the endometrial biopsy was performed. This work 

was instigated because uNK cell density increases throughout the menstrual cycle. 

The normalisation heat-map was developed based on 1997 samples and this has 

recently been published (Brighton et al., 2017). To obtain confidence intervals, uNK 

cell density at each day of the cycle were fitted into a beta distribution with the 

‘fitdistr’ function from the MASS package version 7.3-45 (Venables & Ripley, 1997) 

in R version 3.2.1 (Team, 2015). The resulting percentile values were smoothed with 

spline interpolation using the spline function of the basic statistics package of R and 

converted into a heatmap using the Multi Experiment Viewer (MeV) version 4.9.0 

(Saeed et al., 2003). In this model, values above the 75th centile is high and above 

95th centile is very high. This is illustrated in Figure 1.10. 

 

Figure 1. 7: Graph of uNK centiles based on 1997 samples of women with recurrent 
reproductive failure. (Images courtesy of Pavle Vrljicak and Biomedical Research Unit in 
Reproductive Health, joint collaboration with University of Warwick and UHCW NHS Trust).  
This normogram shows uNK values increase as day of cycle progresses in the menstrual 
cycle. uNK values between 75th and 95th centile is high and above 95th centile is very high. 
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1.4 Combined endometrial factor predictive test 

 

Other groups have previously investigated combined endometrial tests. Recent 

work by Liu and colleagues, looked at combining the uNK density test with 

histological dating of endometrium to predict pregnancy outcomes (Liu et al., 2014). 

Their results show that uNK cell density on its own was not statistically significant in 

outcome prediction but histological dating improved this. Another group perform 

uterine immune profiling with uNK cell density and levels of activation or 

proliferation using markers of IL-15 and IL-18 to predict pregnancy outcome and 

form treatment strategies (Lédée et al., 2016; Lédée et al., 2017).  

Research from our group demonstrated that endometrial cell senescence increases 

during decidualisation. uNK cells have a role in clearing the senescent cells to form 

space within the endometrium to encourage implantation of an embryo. Therefore, 

it would be expected that senescence and uNK cell activity change together and can 

affect pregnancy outcome. On this basis, I aim to investigate a combined test of uNK 

cell density and cell cycle markers to evaluate its use as a predictor of subsequent 

pregnancy outcomes in women with RPL. 

 

1.5 Cell cycle markers 

 

I have reviewed the evidence of assessing decidualisation by histological findings 

using Noyes’ et al criteria. However, this does not describe the physiological 

processes during decidualisation.  This justified my investigation into the use of cell 

cycle markers. The markers of interest are that of proliferation Ki67 and senescence 

with loss of HMGB2 or presence of P16. I theorise that proliferation would be 

maximum in the proliferative phase but begin to decline in the luteal phase where 

senescence would become more dominant. Looking at this balance may identify 

endometrial mechanisms that are not synchronised or have abnormal timing.  
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Ki67 (Antigen KI-67) is a nuclear protein with a role in cellular proliferation and is 

associated with ribosomal RNA transcription (Shiozawa et al., 1996). It is present 

during all active phases of the cell cycle (G1, S, G2, and mitosis), but is absent from 

resting cells (G0). HMGB2 is the high-mobility group protein B2 which is part of the 

non-histone chromosomal high-mobility group protein family. The function of this is 

to promote DNA flexibility and repair. It maintains clonogenic populations in adult 

tissue. The loss of HMGB2 staining is a hallmark of replicative senescence and 

impaired decidualisation (Lucas et al., 2016). P16 is a cyclin-dependent kinase 

inhibitor 2A. It is a tumour suppressor protein. It decelerates cell progression from 

G1 phase to S phase. Increased expression of the p16 gene as organisms age reduces 

the proliferation of stem cells. This reduction in the division and production of stem 

cells protects against cancer while increasing the risks associated with cellular 

senescence as is seen in cervical neoplasia (Griffin et al., 2015). 

 

1.6 Hypotheses and objectives of project 

 

The objective of this research project is to develop and validate a pre-conceptual 

endometrial test that combines the endometrial cell cycle process and immune 

status to improve prediction of subsequent pregnancy outcome in women with 

recurrent pregnancy loss. I hypothesize that a pre-conceptual endometrial 

combined test would more accurately reflect the complexity of decidualisation, as it 

provides information about several processes that interplay to create a balanced 

microenvironment suitable for implantation. On this basis, I further hypothesize that 

this combined test would yield results that improves prediction of pregnancy 

outcome.  

I have chosen to use uNK cells as they are the key immune component and most 

abundant immune cell in relation to decidualisation. It also has an important role in 

vascular remodelling and clearing senescent cells in preparation for the implantation 

window. I will use cell cycle markers to explore the interplay between uNK cell 

activity and proliferative or senescence of endometrial stroma, glandular and 



65 
 

luminal cells. I will use the established method of the uNK cell density test and 

incorporate work within our research group that has looked at normalising uNK cell 

density for day of cycle (uNK centile). Following this, a combined test measuring cell 

proliferation and senescence using immunohistochemistry (IHC) cell cycle markers 

would be designed. 

As the first measure, I will assess the ability of the uNK cell density test in predicting 

pregnancy outcome in women with recurrent reproductive failure, to confirm or 

refute previous findings in the literature. I will then compare this to the predictive 

ability of the developed combined test and aim to validate the results in the setting 

of a prospective randomised-controlled trial.  
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Chapter 2: Materials and methods 

2.1 Ethical Approval 

This research was supported by the Biomedical Research Unit in Reproductive 

Health; a collaboration between University Hospitals of Coventry and Warwickshire 

(UHCW) NHS Trust and the University of Warwick. The study was approved by the 

National Research Ethics – Hammersmith and Queen Charlotte’s & Chelsea Research 

Ethics Committee (1997/5065), West Midlands – South Birmingham Research Ethics 

Committee (15/WM/0295) and the local Research and Development department at 

UHCW NHS Trust. Written informed consent was obtained from the women who 

attended the clinic for research endometrial samples. The study period was between 

December 2011 and December 2017. 

 

2.2 Patient selection and pregnancy outcome database 

The research was completed through the tertiary referral Implantation Clinic, a 

dedicated endometrial research clinic at UHCW NHS Trust. Women with recurrent 

reproductive failure (RPL and RIF) attend this clinic from across the United Kingdom. 

All women have their medical history recorded by medical staff and is updated to a 

clinical database. The information includes details of previous pregnancy outcomes, 

fertility treatment and time to pregnancy interval. 

The clinical database is manually updated with future or ongoing pregnancy 

outcomes by investigators and relies on patient self-reporting of outcomes and local 

routine medical care. The subjects in this study were identified through this clinical 

database and a separate pregnancy outcome database was extracted from this 

information, based on pre-determined inclusion criteria. 

In the initial evaluation of the uNK test, I used the pregnancy outcome database and 

identified 281 women with RPL and RIF who had a pregnancy within one year of their 
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mid-luteal phase endometrial biopsy. These biopsies were obtained between 

December 2011 and October 2015. The two outcome measures of interest were first 

trimester miscarriage (M) and live birth or pregnancy beyond 10 weeks’ gestation 

(LB/O). 

Of these women, 20 were included in the exploratory test set to explore the 

association of cell cycle markers and pregnancy outcome. The associations found in 

the exploratory test set was used to design the pre-conceptual endometrial test in a 

larger study of 89 women. The criterion for the larger study were age under 40, 

history of recurrent pregnancy loss and biopsies taken between days 7 to 9 after LH 

surge. 

In the validation of the pre-conceptual endometrial test, I analysed 53 research 

endometrial samples that were collected through our local, pilot randomised-

controlled trial of ‘Scratch in Miscarriage’ (SiM). 

Finally, using the same clinical database mentioned previously, women who had two 

mid-luteal biopsies between one to six months apart and a pregnancy outcome 

within one year of the second biopsy were analysed. These biopsies were obtained 

between January 2016 and December 2017. 60 women who fit these criteria were 

identified and they included women with either recurrent pregnancy loss or 

implantation failure. This study sample of 60 women were analysed in this project 

to investigate the effect of endometrial biopsy or ‘scratch’ on uNK cell density and 

inter-cycle variation. 

 

2.3 Endometrial sampling 

In the Implantation Clinic, pre-conceptual mid-luteal phase endometrial biopsies 

were taken for the uNK cell density test and laboratory research. Written informed 

consent was obtained from women who attended the clinic after discussion of risk 

factors. The risk factors include vaginal spotting, vaginal bleeding and lower 

abdominal pain. 
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These biopsies were obtained using an endometrial sampler (Wallach Endocell TM 

sampler, Wallach Surgical Devices Inc., Trumbull, USA) and were timed at 6 to 12 

days after the LH surge.  The procedure was performed by first completing a 

transvaginal ultrasound scan to assess appropriate endometrial thickness and 

exclude uterine or endometrial pathology. A Cusco’s speculum was then used to 

visualise the cervix and a disposable endometrial sampler was inserted through the 

cervical canal into the uterine cavity. Drawing back on the inner piston creates a 

vacuum suction and an endometrial sample is obtained by withdrawing the sampler 

in a rotational technique from the uterine fundus. 

These endometrial samples are fixed in 10% neutral buffered formalin at 40C and 

processed by our research Arden Tissue Bank. Here, the samples are processed to 

create wax blocks which take 14 hours. In this procedure, tissue is dehydrated 

through a series of graded ethanol baths to displace the water, and then infiltrated 

with paraffin wax. The infiltrated tissues are then embedded into wax blocks. Once 

the tissue is embedded, it is stable for many years allowing storage of tissue for 

further research.   
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2.4 Immunohistochemistry 

2.4.1 Materials 

1. Adhesive microscope slides - Leica Xtra® adhesive slides, Leica 

Biosystems (UK) Ltd, Milton Keynes, UK 

2. Distilled water 

3. Hematoxylin (<0.1%) - Leica Biosystems (UK) Ltd, Milton Keynes, UK 

4. Isopropyl Alcohol 

5. Phosphate buffered solution (PBS) 

6. Primary antibody – 1:200 dilution (Novocastra™ Mouse Monoclonal antibody 

NCL-L-CD56-504) - Leica Biosystems (UK) Ltd, Milton Keynes, UK 

7. Primary antibody – 1:5 dilution (CINtec® clone E6H4 p16Ink4a antibody) - 

Roche, Basel, Switzerland 

8. Primary antibody – 1:500 dilution (HMGB2) 

9. Primary antibody – 1:200 dilution (Ki67) 

10. Sodium citrate buffer; 10mM sodium citrate, 0.05% Tween-20, pH 9 - Leica Biosystems 

(UK) Ltd, Milton Keynes, UK 

11. Tris-buffered saline plus 0.05% tween20 (TBST) 

12. Xylene 

13. 3% (v/v) hydrogen peroxide - Leica Peroxidase Block, Leica Biosystems 

(UK) Ltd, Milton Keynes, UK 

14. 3, 3’ – diaminobenzedine (DAB)  
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2.4.2 Slide preparation and staining 

 

The tissue wax blocks of identified subjects for cell cycle analysis were obtained from 

the Research Arden Tissue Bank. Each wax blocks were sliced into 3µm thick sections 

on a microtome. An experienced operator performed the sectioning to achieve 10 

accurate serial tissue sections. The tissue sections were adhered to microscope 

coverslips by overnight incubation at 60°C. For each subject, one of the serial 

sections were stained using immunohistochemistry (IHC) with antibodies for 

markers of CD56 (uNK), p16 and HMGB2 (cell senescence) and Ki67 (cell 

proliferation).  

Each antibody is made with the following dilution: CD56 1:200, Ki67 1:200, HMGB2 

1:500 and p16 1:5. 30 slides are run within one cycle on the Leica Bondmax 

autostainer. In each cycle, 5 patients’ samples were processed which included 4 IHC 

antibody stains per patient and 1 control slide per antibody. The IHC protocol used 

can be found in Figure 2.1. 

The immunohistochemistry staining was performed using an automated process 

with the Leica Bondmax autostainer (Leica Biosystems) and a dedicated research 

technician performed this step. This automated process begins with de-waxing the 

paraffin sections using xylene and rehydration. Antigen retrieval is performed with 

sodium citrate antigen retrieval solution (sodium citrate buffer; 10mM sodium 

citrate, 0.05% Tween-20, pH 9) to make epitomes clear. Hydrogen peroxide follows 

to halt peroxidase activity while binding and removing blood cells. The tissue 

sections are then ready for staining with required antibodies (CD56, p16, HMGB2 

and Ki67). The process is completed with DAB colour development and 

Haematoxylin counter stain. The dehydrated and cleared coverslip sections are 

processed through the Mirax Midi slide scanner, to obtain bright-field images which 

were analysed using Pannoramic Viewer v1.15.4 (3DHISTECH Ltd, Budapest, 

Hungary) software. 
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Immunohistochemistry process 
 

 
E.g. CD56 

 
Time Process 

 
14 hours 

A. Preparing to wax block 
Formalin (fix)       Alcohol (dehydrate)       Xylene (attach 

wax)       Wax Block 
 Slicing wax block to 3 micrometres onto slide 

3 hours 
(1 cycle; 
30 slides) 

B. Leica machine 
Reverse process to wash off wax and rehydrate 

Buffers used to make epitome clearer 
Peroxide used to bind and remove blood 

Custom antibody to CD56 (mouse) 
Add human antibody to mouse labelled H-DAB  

Haematoxylin stain (H&E) 
Batch control – negative CD56 and positive control small 

bowel  
 Covered with plastic film and then scanned into a MIRAX 

file 
 

Figure 2. 1: IHC protocol. A. Process of preparing tissue wax block. B. Automated IHC 
staining process using the Leica Bondmax Machine and MIRAX scanner. The flowchart 
above demonstrates the IHC protocol used in this research project. 

 

The tissue blocks obtained from the research tissue bank had previously undergone 

14 hours of processing to create the wax block. Serial sectioning was performed on 

the tissue blocks to allow for the 4 different antibody stains (CD56, HMGB2, p16, 

Ki67). In the above example using CD56 antibody staining, the IHC process for 30 

slides per cycle was completed in 3 hours. The principal of IHC is removing wax and 

rehydrating slide, buffering to make epitomes clearer, remove blood with peroxide, 

apply custom antibody then human antibody labelled H-DAB, followed by 

haematoxylin staining. Batch controls are used for quality control in each cycle.  
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2.4.3 Analysis and interpretation 

IHC staining analysis 

The MIRAX files created are opened using Pannoramic Viewer software in wide-

screen view. Each patient file contains an image of CD56, p16, HMGB2 and Ki67 IHC 

stain. Within the Pannoramic viewer software, the 3 matched sites at 20x 

magnification for each IHC stain is captured and saved as a Tiff file. Therefore, each 

patient would have 12 Tiff files which are then processed in Image J software 

(Rasband W.S. ImageJ, National Institutes of Health).  

The sites that are chosen must include an epithelial lining as it standardises the 

depth of tissue for analysis. This avoids inconsistencies in the densities of IHC 

markers measured. The 3 equal sites for each IHC stain (CD56, HMGB2, p16, Ki67) is 

used to obtain an average value for the whole sample. Figure 2.2 and 2.3 illustrates 

these processes. 

   

Figure 2. 2: MIRAX file in Pannoramic Viewer software. Low power magnification of a 
tissue section stained with CD56 showing how three representative areas would be chosen 
for analysis at higher magnification.  

 

The above image is an example of a stained section for CD56 marker. Within each 

MIRAX file 3 areas are selected to calculate the average density of IHC marker for 

the corresponding sectioned slide. 
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Figure 2. 3: Serial sections of (a) HMGB2 (b) CD56 (c) Ki67 and (d) p16 antibody staining 
from the same patient biopsy. This diagram illustrates the similar areas within the tissue 
sample that can be identified using serial sectioning. 

 

Serial sections of 3 micrometres thickness were performed by experienced 

technicians to obtain slides with similar image to allow good comparisons across the 

four IHC markers used (CD56, p16, HMGB2 and Ki67). 

 

Cell cycle marker density 

In order to calculate the density of IHC stain of custom antibody for each image 

created by the IHC protocol in Figure 2.2 and 2.3, I initially used cell counter in Image 

J and overlaid each image to identify which cells showed cell senescence or 

proliferation. However, this process was laborious and time-consuming. The 

accuracy of this method was more reliant on the quality of serial sectioned images. 

Due to the difficulty of consistently producing top quality serial sectioned images 

and feasibility of running a predictive test in large numbers with processes that are 

time-consuming, I decided to use the recognised, standardised method now used in 

uNK cell density tests (Drury et al., 2011; Drury et al., 2013; Lash et al., 2016).  
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This standardised method used colour de-convolution and thresholding technique 

in Image J software. Colour de-convolution using Image J Plugin splits the image into 

single colour channels of brown (e.g. CD56+ staining) and blue (haematoxylin cell 

nucleus staining) (Ruifrok & Johnston, 2001) as seen in Figure 2.4. Next, we use the 

thresholding function in Image J to set the level of staining against background 

threshold (Figure 2.4). The separated images in the 2 colour channels allow the 

colour intensity of the antibody over background endometrial stromal cells to be 

calculated and provide percentage of density of antibody marker within image. For 

example, the uNK percentage from these data were calculated as CD56 / stromal 

cells × 100 (Drury et al., 2013). The average of 3 sites per patient and antibody is 

used to represent density in each corresponding endometrial section slide. 

Localisation 

Looking at areas of interest within a sample requires manually generating separate 

images of the endometrial stroma, lumen and glands for each IHC stained marker 

per patient (Figure 2.5). The protocol established in Figure 2.1 to 2.5 are repeated 

and the average of 3 sites is calculated. 
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Figure 2. 4: Colour de-convolution and thresholding technique. Each Tiff file (20x 
magnification) of an area within a sectioned slide underwent colour de-convolution then 
thresholding to calculate the percentage of density within the selected area. An average of 
3 selected areas is calculated for each IHC marker. 
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Figure 2. 5: Generating separate images to determine localisation of IHC markers. Average 
values for each IHC marker localised for the endometrial stroma, gland and lumen can be 
calculated. 

 

 

The above figure illustrates how each image of a selected area can be edited in 

Image J to generate separate images of localised areas (luminal, glandular and 

stromal layer). This allows comparison of IHC markers within prescribed areas of 

interest. Each separate image underwent colour de-convolution and thresholding 

technique to measure IHC marker density. 
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2.5 Statistical Analysis 

Data from the pregnancy outcome database were analysed with IBM® SPSS® 

Statistics V22.0 statistical software. Binary logistic regression and chi-squared test 

was used. I also formulated a receiver operating characteristic (ROC) curve to 

validate the predictive ability of the developed combined pre-conceptual 

endometrial test.  

Data in the combined test were analysed with GraphPad Prism 6 (GraphPad 

Software Inc.). Mann-Whitney U test and Kruskal-Wallis test was performed where 

appropriate. Data in the inter-cycle variation tests were analysed using this 

software. Wilcoxon test was performed to compare the paired biopsy values.  

Statistical significance was reached when P < 0.05.  
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Chapter 3: Evaluation of uNK cell test as 

predictor of outcome 

3.1 Background 

As discussed in my introduction chapter, the uNK cell density has been shown to be 

high in recurrent reproductive failure. Research on the prognostic ability of uNK cell 

density test has been inconclusive. Here, I tested the hypothesis that uNK cell 

density test has the ability to predict subsequent pregnancy outcome in women with 

recurrent pregnancy loss or recurrent implantation failure. This test was repeated 

for the locally developed uNK centile test to investigate whether normalising the 

uNK cell density for day of cycle, increases accuracy and predictive ability of the test. 

 

3.1.1 Hypothesis 

In the uNK cell density test, a result of 5% or more was classified as high based on 

previous research (Chen et al., 2017; Quenby et al., 1999; Quenby et al., 2005; Tang 

et al., 2011; Tang et al., 2013). In the uNK centile test, a result on the 75th centile or 

above was classified as high for the purpose of this study (Brighton et al., 2017). 

Therefore, my hypothesis is women with a high uNK cell density are less likely to 

have a live birth or pregnancy beyond 10 weeks. My second hypothesis is the uNK 

centile would be more accurate than uNK cell density in predicting women who are 

less likely to have a live birth or ongoing pregnancy. 

 

3.1.2 Methods 

This was a retrospective cohort study. I collated data on 281 women who fulfilled 

the criteria of history of recurrent reproductive failure and a recorded pregnancy 

event within one year of their mid-luteal endometrial biopsy. The primary outcome 

of interest was pregnancy outcome, which was divided into two groups; live birth or 

ongoing pregnancy beyond 10 weeks gestation and first trimester miscarriage.  
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The demographic details analysed and investigated as confounding factors included 

age, parity, presence of subfertility and previous pregnancy losses. I was unable to 

assess body mass index (BMI) as a confounder as this was not recorded in a large 

proportion of this study sample.  

I processed the 281 women’s data using binary logistic regression to address the 

effect of confounding factors on the calculated probability in the above statistical 

tests. This will assess the adjusted odds ratio of live birth or pregnancy beyond 10 

weeks using the uNK cell density and uNK centile test. 

 

3.2 Results 

3.2.1 Demographics 

Demographic details; n=281 

 

Table 3. 1: Demographic details in uNK evaluation test. Distribution of maternal age, uNK 
cell test, previous history of miscarriages, parity and fertility in the study sample is 
demonstrated above and compared in each pregnancy outcome group; (i) live birth or 
ongoing pregnancy beyond 10 weeks gestation and (ii) miscarriage. 

 

In evaluating the uNK cell density test, a total of 281 women were identified 

retrospectively from the Implantation Clinic’s clinical database. The demographic 

information for this cohort study is found in Table 3.1. The women were divided into 

two groups based on the primary outcome of interest (Group 1 – live birth or 

ongoing pregnancy beyond 10 weeks gestation and Group 2 – first trimester 
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miscarriage). A normality test was performed and data for uNK cell density, uNK 

centile, previous history of miscarriages, parity and fertility did not follow a normal 

distribution (Shapiro-Wilk test). 

In this study, 185 (65.8%) women were successful in achieving a live birth or a 

pregnancy beyond 10 weeks gestation. There was no significant difference in age 

(p=0.089), parity (p=0.886) and fertility (p=0.644) in Group 1 and Group 2. The mean 

age of all subjects was 34.8 (±4.28), 202 (71.9%) women were nulliparous, 163 (58%) 

women had history of RPL and 118 (42%) women had subfertility. 

The most significant difference between the two groups was number of previous 

miscarriages with a median of 4 (IQR 2-5) in the miscarriage group compared the 

median of 3 (IQR 2-4) in the live birth or ongoing pregnancy beyond 10 weeks group 

(p=0.005).  

In this demographic data, the uNK test was assessed without use of cut off value for 

a high result to investigate the distribution between the two groups. There was a 

significant difference in uNK cell density (p=0.017) in the two groups with median of 

4.78% (IQR 2.5-8.33%) in Group 1 and median of 6.75% (IQR 2.87-11.99%) in Group 

2. In contrast, the uNK centile test was not significant (p=0.05) with median 46.5 

centile (IQR 18-70.5) in Group 1 and median 53.8 centile (IQR 27.8-75.9). 
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3.2.2 The uNK cell density test and its predictive ability 

 

Table 3. 2: Binary logistic regression to investigate ability of uNK cell density test to predict 
pregnancy outcome. Confounding factors included in the test were maternal age, number 
of previous miscarriages, parity and fertility. The only significant factor in predicting 
pregnancy outcome was 5 or more previous miscarriages (p=0.005). 

 

To test the hypothesis that women with a high uNK cell density test are less likely to 

have a live birth or ongoing pregnancy beyond 10 weeks gestation, I conducted a 

binary logistic regression on all demographic data collected to account for 

confounding factors. I divided the data describing the number of previous 

miscarriages into three binned groups (<2 miscarriages, 3-4 miscarriages and ≥ 5 

miscarriages) as this provides information on severity of phenotypic presentation.  

Results were expressed as [odds ratio (OR); 95% confidence interval (CI); P value]. 

The uNK density cut off value of 5% was used, where a high value was ≥ 5%.  

This regression analysis showed that uNK cell density test was not a good predictor 

of outcome in subsequent pregnancy [adjusted OR: 0.65; 95% CI: (0.39 – 1.09); 

p=0.1] (Tab. 3.2). Number of previous miscarriages was the only significant predictor 

of outcome when there were 5 or more miscarriages [OR: 0.27; 95% CI: (0.11 – 0.67); 

p=0.005]. Factors such as age, parity and fertility did not appear to effect outcome 

prediction. 
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3.2.3 Normalising the uNK cell density test to improve its 

predictive ability 

It has been shown that uNK cell density gradually rises in the secretory phase of the 

menstrual cycle (Johnson et al., 1999; Loke & King, 2000c; Vince & Johnson, 2000).  

This suggests that a single cut off value of 5% may not effectively identify women 

with poorer outcomes and supports the findings in this cohort study. The uNK centile 

test normalises for day of the cycle the biopsy was taken. Therefore, it is 

hypothesised that the uNK centile test is more accurate and would predict 

subsequent pregnancy outcome better. For the purpose of this cohort study, a high 

uNK centile was a value of ≥ 75th centile. 

The binary logistic regression was repeated substituting uNK cell density with the 

corresponding uNK centile value. Results were expressed as [odds ratio (OR); 95% 

confidence interval (CI); P value].  

 

 

Table 3. 3: Binary logistic regression to investigate ability of uNK centile test to predict 
pregnancy outcome. The same confounding factors as used to evaluate the uNK density 
test were included in this test. The only significant factor in predicting pregnancy outcome 
after adjustment was 5 or more previous miscarriages (p=0.006). However, the unadjusted 
value for uNK centile was significant (p=0.04) suggesting that it is a marginally better 
prognostic test than uNK density. 
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The analysis showed that the uNK centile was significant as a predictor of live birth 

or ongoing pregnancy prior to adjustment for confounding factors [OR: 0.53; 95% CI: 

(0.29 – 0.97); p=0.04]. The significance level was lost when adjusted for confounding 

factors [adjusted OR: 0.53; 95% CI: (0.28 – 1.00); p=0.05] (Tab. 3.3). However, it did 

perform better than the uNK cell density test [adjusted OR: 0.65; 95% CI: (0.39 – 

1.09); p=0.1]. As seen in the first logistic regression analysis, the only significant 

predictor was number of previous miscarriages when there were 5 or more 

miscarriages [OR: 0.28; 95% CI: (0.12 – 0.69); p=0.005]. 

 

3.2.4 uNK test in Recurrent Pregnancy Loss 

My research is aimed to design an endometrial test for women with recurrent 

pregnancy loss. Therefore, I have extracted the data on women without subfertility 

issues from this database. There are 163 women with ‘RPL only’ in this study 

sample. I have repeated the binary logistic regression for these women to ascertain 

whether there is any difference in the results. The following tables illustrate the 

predictive ability of uNK density and uNK centile test in women with ‘RPL only’. 

 

 

Table 3. 4: Binary logistic regression to investigate predictive ability of the uNK test in 
women with RPL only. The data shows that both the uNK density is unable to predict 
pregnancy outcome in this group of women. 
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Table 3. 5: Binary logistic regression to investigate predictive ability of the uNK test in 
women with RPL only. The data shows that both the uNK centile is unable to predict 
pregnancy outcome in this group of women. 

 

The statistical analyses show that the uNK density and uNK centile test are unable 

to predict pregnancy outcome in women with RPL. The odds ratios are [OR: 1.05; 

95% CI: (0.53 – 2.07); p=0.90] and [OR: 0.92; 95% CI: (0.37 – 2.29); p=0.86] 

respectively. There was no difference between the uNK density or uNK centile test. 

It also confirms that number of previous miscarriages is the only significant factor 

in pregnancy outcome prediction in this study. 
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3.3 Discussion 

3.3.1 Limitations 

The limitations of this cohort study can be divided into data collection and inherent 

error of the uNK test. Bias is introduced during data collection as it is a retrospective 

study and the recording of pregnancy outcomes are reliant on patient reporting. 

Some of these women would have also received medical intervention in the form of 

progesterone and glucocorticoid therapy.  

Over the five-year duration of this study, the uNK cell density test has been 

calculated by multiple investigators and the method of calculation changed from a 

counting method using point picker to image analysis using Image J software. The 

counting method is more accurate but time consuming. Therefore, it is not an 

efficient method to process large number of samples. The image analysis is 

calculated on the area of CD56 which is a uNK cell surface marker over the area of 

the stromal nuclear marker (haematoxylin staining). The known test intra-observer 

error in image analysis is about 20% as analysed in our laboratory. In the uNK centile 

test, there is an added error of patient reported ovulation tests which can be 

reported imprecisely by women. 

 

3.3.2 Conclusions 

The strength of this cohort study is the large sample size. The results show that the 

uNK cell density test is not a good prognostic test of subsequent pregnancy 

outcome.  

The uNK centile calculation more than halved the women with a high uNK test value 

in comparison to the uNK cell density test in the whole recurrent reproductive failure 

dataset (n=54 and n=137 respectively). However, the uNK density and uNK centile 

tests are unable to predict pregnancy outcome in women with recurrent 

reproductive failure.  
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It is clear that the number of previous miscarriages is the only significant factor that 

predicts pregnancy outcome in this study. These findings support previous evidence 

that history of miscarriages is a good predictor of subsequent pregnancy outcome. 

However, this does not assist in managing most women with recurrent reproductive 

failure because it is not modifiable.  

Recent scientific advances in the physiology of decidualisation would suggest a 

complex system with interplay of several components that when balanced, supports 

a karyotypically normal embryo. These components include cell senescence and 

mesenchymal stem cells (Lucas et al., 2016). In my research, I proceeded to explore 

biomarkers for cell cycle proliferation and senescence in the mid-luteal phase 

endometrium and focused on women with recurrent pregnancy loss. I investigated 

whether knowledge gained could improve the predictive ability of the uNK test by 

combining multiple factors that constitute decidualisation. 
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EXPLORATORY TEST SET FOR 
PREDICTOR MARKERS  



90 
 

Chapter 4: Exploratory test set for predictor 

markers 

4.1 Background 

In this research, I have concentrated on exploring a predictive model for subsequent 

pregnancy outcome in women with recurrent pregnancy loss. The premise for this 

model is a combined pre-conceptual endometrial test incorporating multiple factors 

within the endometrium that are important for decidualisation and enabling support 

of normal karyotypic embryos. 

The uNK cell test has been adopted widely (Quenby and colleagues in UK, Sacks and 

colleagues in Australia, Li and colleagues in Hong Kong) because; 

1. uNK cells have consistently been found to be higher in reproductive failure 

(Quenby et al., 1999; Tuckerman et al., 2007) 

2. uNK cell density correlates negatively with markers of decidualisation  

(Kuroda et al., 2013) 

3. uNK cell density has been used as a marker of local cortisol deficiency  

(Kuroda et al., 2013) 

4. uNK cell density test has been used to identify women who may benefit from 

steroid to prevent repeated pregnancy loss (Tang et al., 2011) 

However, the test has limitations as described in previous chapters. 

Decidualisation involves a number of processes as well as uNK cell infiltration. 

Recent findings within our biomedical research unit has shown that impaired 

decidualisation is associated with recurrent pregnancy loss due to accelerated 

senescence and loss of endometrial mesenchymal stem cells (eMSCs) as it limits 

differentiation capacity of the endometrium (Lucas et al., 2016). It was found that 

knockdown of the chromatin protein HMGB2 (high mobility group protein 2) in 

human endometrial stromal cells (HESCs) promotes senescence and impairs 

decidualisation.  
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Other researchers have investigated the possibility of tests to predict subsequent 

pregnancy outcomes. LéDée and colleagues have shown that immune profiling of 

uNK cell density by investigating the activity and proliferation of uNK cell improves 

prognostic ability of the uNK test (Lédée et al., 2016; Lédée et al., 2017). Research 

by Li and colleagues, also found that histological dating of endometrium improves 

prognostic ability of the uNK cell density test (Liu et al., 2014). Histological dating 

includes assessment of the development of glands and spiral arteries in the 

decidualisation process. 

We aimed to improve the uNK test by combining it with biomarkers of proliferation 

and senescence to the stroma, glands and lumen of the endometrium. We also 

aimed to explore the importance of these components as separate entities. 

Immunohistochemistry was used to detect biomarkers of uNK cells (CD56), cell 

proliferation (Ki67) and cell senescence (HMGB2 and p16). 

Considering all these factors, the following hypotheses were developed. 

 

4.1.1 Hypotheses 

1. Reduced proliferation indicated by low Ki67 activity in human endometrial 

stromal, luminal or glandular cells is associated with recurrent pregnancy loss 

2. Increased ratio of proliferation indicated by Ki67 in uNK cells indicates active 

uNK cells and is associated with recurrent pregnancy loss  

3. Increased senescence indicated by raised p16 and loss of HMGB2 in human 

endometrial stromal, luminal or glandular cells is associated with recurrent 

pregnancy loss 

4. A balance of endometrial cell proliferation and senescence support 

decidualisation and improves chance of supporting an embryo leading to a 

live birth 
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4.1.2 Methods 

This study is an exploratory test using cell cycle biomarkers to design a predictive 

model of subsequent pregnancy outcome in women with recurrent pregnancy loss. 

In order to improve the uNK cell test, I selected an exploratory test set which 

consisted of women attending our ‘Implantation Clinic’. I included women with 

recurrent pregnancy loss, a biopsy between LH + 6 to 10 days and known pregnancy 

outcome within one year of their biopsy (n=20). This exploratory study took place 

prior to the development of uNK centile. Therefore, a normal uNK cell density was 

defined as below 5% in this test set. I pre-defined 4 groups and identified 5 women 

into each group. The groups were defined as: 

 

A: High uNK cell density and subsequent live birth (uNK false positive test) 

B: High uNK cell density and subsequent miscarriage (uNK true positive test) 

C: Normal uNK cell density and subsequent live birth (uNK true negative test) 

D: Normal uNK cell density and subsequent miscarriage (uNK false negative test) 

 

This exploratory set was devised to include women who had a further miscarriage 

and a more severe phenotype to make any difference between the groups more 

pronounced to enable detection. Each patient’s history and pregnancy outcome are 

reported in Table 4.1. 
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Table 4. 1: Demographic details in exploratory test set. Women with more severe 
phenotype were chosen for this test set to enable detection of differences between groups. 
Group A denotes the false positive uNK test, Group B the true positive uNK test, Group C 
the true negative uNK test and Group D the false negative uNK test. 

 

All endometrial samples underwent the same immunohistochemistry (IHC) process 

as outlined in chapter 2. The MIRAX files created were analysed using Pannoramic 

Viewer and Image J software. The identified cell cycle markers used for this 

exploratory analysis were CD56 (uNK), HMGB2 and p16 (cell senescence) and Ki67 

(cell proliferation). We compared the trend of each cell cycle marker in the 4 defined 

groups to determine whether an association exists between density of cell cycle 

markers, it’s localisation within the endometrium and pregnancy outcome. 
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4.2 Results 

4.2.1 Proliferative and senescent cell ratio 

In the early stages of this exploratory study, I used a cell counting and image stacking 

method in Image J software, to identify single cells and corresponding IHC markers 

of interest. I describe the cell counting method below. This method is reliant on good 

serial sections to identify the same cell for each IHC marker and is time-consuming. 

Hence, after the initial results in this chapter, I adopted the method of thresholding 

and localisation as described in Chapter 2.  

Methods of cell counting 

1. Each patient had four images in TIFF file with IHC staining for CD56, Ki67, 

HMGB2 and p16. 

2. The images of CD 56, Ki67 and p16 staining were overlain using image stacker 

and grid to allow identification of single cells on the corresponding IHC serial 

section. This helps identify whether a uNK cell (CD56) or stromal cell 

(haematoxylin) is senescent (p16) or proliferative (Ki67).  

3. The cell counter is then used to count the total number of uNK cells (CD56), 

the stromal cells (haematoxylin) and the corresponding uNK and stromal 

cells that are proliferative (CD56Ki67+ and stromalKi67+) or senescent (CD56p16+ 

and stromalp16+). 

4. The following formula was used to calculate ratio of proliferative uNK cells, 

ratio of senescent uNK cells, ratio of proliferative stromal cells and ratio of 

senescent stromal cells. 

o [(uNKKi67+)/all uNK cells]*100 

o [(uNKp16+)/all uNK cells]*100 

o [(stromalKi67+)/all stromal cells]*100 

o [(stromalp16+)/all stromal cells]*100 
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5. HMGB2 staining was assessed separately to calculate the loss of the marker 

as sign of senescence [(HMGB2 loss/all stromal cells] *100. 

  

 

 

 

 

 

 

 

Figure 4. 1: An example of serial section from a patient used in image stack and cell 
counting to calculate proliferative and senescent uNK cells. A) CD56 stained slide B) Ki67 
stained slide C) p16 stained slide. The blue grid was used to align the image on top of each 
other so that I could identify which CD 56 cells were also Ki67 or p16 positive. 

 

Figure 4. 2: An example of serial section from a patient used in image stack and cell 
counting to calculate proliferative and senescent stromal cells. A) Ki67 stained slide B) p16 
stained slide C) HMGB2 stained slide D) Counted stromal cells 
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The results showed no significant difference in proliferative or senescent uNK cell 

ratios in the four groups; as shown in Figure 4.3.  

There was significance in the difference of proliferative and senescent stromal cells 

across the groups (Figure 4.4). However, the difference did not discriminate 

between pregnancy outcomes. Higher levels of stromal proliferation and 

senescence are present when uNK cell density is high. Therefore, it does not add 

value to the uNK test.  

In addition, HMGB2 loss in stromal cells did not significantly differentiate between 

the groups (Figure 4.5). 
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Figure 4. 5: Comparison of loss of HMGB2 in stromal cells between the 4 pre-determined 
groups. This graph measures stromal senescence using HMGB2 loss in stromal cells as a 
proportion of total stromal cell within sample image used. There was no significant 
difference between the groups (Kruskal-Wallis test). 

 

4.2.2 Localisation of proliferation and senescence in stromal, 

glandular and luminal cells. 

 

The colour de-convolution and thresholding technique described in Chapter 2 was 

used for the localisation of cell proliferation and senescence test. The results are 

shown in Figures 4.6 to 4.9. 

Proliferation in the stroma, glandular and luminal cells were not significantly 

different between the four groups. Interestingly, stromal proliferation appeared to 

be high when uNK cell density were high.  

Stromal senescence measured by HMGB2 loss and p16 levels were also not 

significant.  
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However, HMGB2 levels reached statistically significant levels when comparing the 

four groups in the glandular and luminal cells (p=0.04 and p=0.03 respectively) 

(Figure 4.7). P16 levels were also significantly different across the groups in the 

glandular and luminal cells (p=0.02 and p=0.03 respectively) (Figure 4.8). 

Further analysis, showed that raised glandular and luminal p16 levels in the presence 

of high uNK cell density were associated with further pregnancy loss (p=0.02 and 

p=0.03 respectively) (Figure 4.8).  However, only HMGB2 loss in the lumen 

differentiated the groups by pregnancy outcome data irrespective of uNK cell 

density (p=0.003) (Figure 4.9). It was found that HMGB2 loss in the lumen was 

associated with further pregnancy loss. 
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Figure 4. 9: Endometrial cell senescence and pregnancy outcome. I performed Mann-
Whitney test on the significant results in Figure 4.7 and 4.8 to investigate whether the tests 
can discriminate based on pregnancy outcome irrespective of uNK result. The graphs 
illustrate A) HMGB2 loss in glandular cells, B) HMGB2 loss in luminal cells, C) p16 presence 
in glandular cells and D) p16 presence in luminal cells. HMGB2 loss in luminal cells was the 
only significant factor in association with further pregnancy loss irrespective of uNK result. 
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4.3 Discussion 

 

This exploratory data set was useful. It looked to test the hypotheses generated prior 

to the study.  

 Proliferative markers 

 

The study tested whether the ratio of CD56 or stromal cells stained with Ki67, a 

proliferative marker, would predict pregnancy outcome. The results showed that 

cell proliferation using Ki67 did not add significant information to uNK cell density 

test as suggested by LéDée and colleagues (Lédée et al., 2016; Lédée et al., 2017). It 

must be noted that I have used a different method to measure uNK proliferation and 

it is likely to be a less accurate way of measuring this. Although we used a small 

number of patients, this method was time-consuming and thousands of cells were 

counted. We should have been able to detect big differences in the Ki67 positive 

cells but did not find this. Therefore, the study did not support Hypothesis 1 or 2. 
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 Senescent Markers 

 

 

In the effort to test Hypothesis 3 and 4, I found a combination of positive and 

negative results dependent on localisation of the marker to the lumen, gland or 

stroma. The findings are summarised below: 

 Glandular p16 marker appeared to identify women with high uNK density 

and subsequent miscarriage 

 Stromal p16 and Ki67 ratios varied in the same manner as the uNK density 

 HMGB2 loss in lumen appeared to identify women with a subsequent 

miscarriage irrespective of uNK density 

 

The cell senescence marker in the glands (glandular p16), was found to help 

differentiate false positive test from true positive test. Senescence (p16) was higher 

in the glands of women with true positive test (high uNK and subsequent 

miscarriage) compared to the false positive test (high NK and subsequent live birth). 

We hypothesize that the natural progression of endometrial glandular development 

is due to senescence, denoting cell maturation, after the mid-luteal phase peak 

differentiation. This finding supports that of Liu and colleagues, who suggest that 

glandular development identified using histological Noyes criteria improved the uNK 

test. We hoped that using IHC would be more objective than pathologist subjective 

histological dating (Coutifaris et al., 2004; Lessey et al., 2000; Myers et al., 2004).  
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Interestingly, stromal p16 senescent marker and Ki67 proliferative marker ratios 

varied in the same manner as the uNK density.  The reason of this is elucidated in a 

further publication describing a role for uNK cells in clearing senescent cells 

(Brighton et al., 2017). These new findings mean that uNK cell density will reflect 

stromal senescence.  Further work suggested that clearing senescent cells leads to 

stimulation of stem cells and proliferation that could have been detected with Ki67 

(Brighton et al., 2017). Other work in our laboratory, had suggested that impaired 

stromal senescence would be useful in predicting outcome but I found no evidence 

to support this in the exploratory test set (Lucas et al., 2016).  

HMGB2 was also found to be lower in the luminal layer in those with a miscarriage 

irrespective of the uNK cell test result.  This addition of a luminal compartment layer 

has never been explored before. However, in terms of technicality of the test, a 

glandular test is easier to calculate than a luminal one as it can be difficult to find a 

good length of intact luminal tissue due to the endometrial sampling process 

The limitation of this study is that it is a retrospective study and this introduces bias 

in data collection. Another confounding factor is that the proportion of miscarriages 

due to chromosomal abnormality is unknown. Therefore, the results need to be 

tested on a larger scale to confirm the hypothetical association of senescent markers 

and subsequent pregnancy outcomes. Finally, the findings of the larger study would 

need to be evaluated in a prospective study setting to reduce bias.   

Based on the results of this exploratory study, I have selected p16 and HMBG2 in the 

glands and lumen for further development in a larger study sample of 89 women. 

The aim would be to validate the resulting combined pre-conceptual endometrial 

test in a prospective RCT setting.  
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Chapter 5: ‘Combined pre-conceptual 

endometrial test’ development study 
 

5.1: Background 

It was found in the exploratory test set, that loss of HMGB2 in endometrial luminal 

layer and increased P16 with high CD56 in endometrial glandular layer appear 

associated with a subsequent pregnancy loss. I designed a study protocol to test the 

validity of the hypotheses made. I aim to develop a pre-conceptual endometrial test 

using knowledge gained and assess its ability to improve prediction of subsequent 

pregnancy outcome of the uNK test. 

 

5.1.1 Testing hypotheses 

The hypotheses tested are; 

1. Endometrial luminal senescence (HMGB2) is associated with further 

pregnancy loss despite uNK cell density 

2. Mature glandular development indicated by increase endometrial glandular 

senescence (p16), when associated with high uNK cell density is associated 

with further pregnancy loss 

3. Endometrial stromal senescence does not predict subsequent pregnancy 

outcome 
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5.1.2 Methods 

 

In this study protocol, a systematic approach of investigating cell senescence in each 

localised area of the endometrial stroma, glands and lumen was used. IHC staining 

was performed for HMGB2 and p16 on serial sections of each area mentioned and I 

explored associations with respective uNK cell density and subsequent pregnancy 

outcomes.  

In order to establish this study, I identified a larger retrospective study sample of 89 

patients with age under 40, recurrent pregnancy loss, an endometrial biopsy taken 

at LH +7 to +9 and a pregnancy event within 1 year of their biopsy. Each IHC stained 

serial section was processed using localisation, colour de-convolution and 

thresholding technique in Image J software as described in Chapter 2.  

 

The study sample was derived from two groups: 

1. Subsequent live birth or ongoing pregnancy beyond 10 weeks (LB/O) 

2. Subsequent first trimester miscarriage (M) 

 

Recent work in our research laboratory has formulated the uNK centile heat-map 

which represents the uNK density normalised for day of cycle the endometrial biopsy 

was taken and is based on 1997 samples. I have discussed the uNK centile values in 

more depth in Chapter 1. In this study, I have adopted the uNK centile due to the 

increased accuracy of uNK activity based on timing of biopsies.  
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5.2 Results 

5.2.1 Demographic data 

 

In this study, I developed a pre-conceptual endometrial test based on 89 women with 

recurrent pregnancy loss fulfilling the criteria stated above. 44 women had a live birth or 

ongoing pregnancy beyond 10 weeks gestation following their endometrial biopsy and 45 

women had a further miscarriage. These two groups did not differ in maternal age or parity 

but there was a significant difference in the number of previous miscarriages. Women with 

a further miscarriage had a median of four miscarriages and those who had a positive 

pregnancy outcome had a median of 3 (p= 0.02; Mann-Whitney U test). 

 

 PREGNANCY 

BEYOND 10 WEEKS 

N= 44 

MISCARRIAGE                 

 N= 45 

P VALUE 

AGE, MEAN (SD) 34 (4.1) 33 (3.3) 0.44 

NO OF PREVIOUS 

MISCARRIAGES 

MEDIAN (IQR) 

 

3 (3-4) 

 

4 (3-6) 

 

0.02 

PARITY 

NULLIPAROUS (%) 

 

28 (64) 

 

34 (76) 

 

0.22 

 

Table 5. 1: Demographic data of large retrospective study of 89 women. There was no 
significant difference in maternal age or parity in women who had an ongoing pregnancy 
beyond 10 weeks gestation or a further miscarriage. However, women with a miscarriage 
had more previous miscarriages (p=0.02, Mann-Whitney U test).  
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5.2.2 Assessing uNK and senescent factors in predicting 

pregnancy outcome 

 

As the calculated uNK centile and senescent markers’ density is not from a normal 

distribution, I applied the Mann-Whitney statistical test to investigate an association 

between uNK centile or cell senescence and pregnancy outcome. This statistical test 

investigates whether the distribution of uNK or senescent markers differ in both 

groups of women.  

Statistical significance was reached when p < 0.05. 

In this study, I found that the uNK centile test was not a predictor of subsequent 

pregnancy outcome (p=0.55) (Figure 5.1). The distribution between both groups 

were similar. This supports previous findings in the literature. 

 

 

Figure 5. 1: uNK centile and prediction of pregnancy outcome. There is no difference 
between the uNK centile value in the groups who had a subsequent live birth or ongoing 
pregnancy beyond 10 weeks and the group of women who had a further miscarriage (p= 
0.55; Mann-Whitney U test). 

 

 

uNK centile and outcome 

LB/O M 
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Next, the HMGB2 loss was measured in endometrial stroma, glands and lumen. 

There was no statistically significant difference between women with positive 

pregnancy outcome to those with further miscarriage when assessing cell 

senescence using HMGB2 loss (stromal p value = 0.4, glandular p value = 0.6, luminal 

p value = 0.92). The graphs are presented in Figure 5.2. 

Cell senescence measurement using p16 antibody was more discerning between the 

two groups of women. The density of p16 in endometrial glands and lumen were 

significantly different between women with positive pregnancy outcome and those 

with further miscarriage (p = 0.01; p = 0.04 respectively). In comparison, p16 density 

in the stroma did not discriminate between the two groups of women (p = 0.37). 

This is illustrated in Figure 5.3.  

Work in our research unit analysed p16 IHC staining using a heat-map similar to the 

uNK centile to increase accuracy due to timing of biopsies. The formulated p16 

centile value is the normalised P16 density for day of cycle based on 308 samples 

(Brighton et al., 2017). I converted the p16 density values to centile and repeated 

the statistical analysis discussed in the last paragraph.  

The levels of p16 senescence in the endometrial glands and lumen between the two 

groups of women became more statistically significant, when p16 centile values 

were used instead of p16 density (p = 0.005; p = 0.015 respectively) (Figure 5.3, 5.4).  

The p16 centile in the endometrial stroma still showed no significant difference 

between women who had a positive pregnancy outcome or women with a further 

miscarriage (p = 0.47). 
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Based on these findings, I have excluded the use of HMGB2 in a combined pre-

conceptual endometrial test as the levels were nearly identical in both groups. 

Focussing on p16 centiles, the most statistically significant discriminating factor 

between women with a positive pregnancy outcome and those with further 

miscarriage is glandular p16 centiles. Therefore, I have used the glandular p16 

centiles to investigate logistic regression modelling with the aim to clarify its 

relationship with uNK centiles and pregnancy outcomes. 

 

5.2.3 Regression Modelling to improve uNK test 

 

Logistic regression modelling was used to formulate an equation that describes the 

relationship of uNK and glandular p16 values with pregnancy outcomes. The CD56 

and p16 values were logged to make them a linear co-variable.  Whilst the model 

described the outcomes in relation to uNK and glandular p16 values, the number of 

previous miscarriages is by far the largest factor in the model as shown in Table 5.2. 

The regression model also did not indicate that the endometrial test results were 

significant factors after removing the factor of number of previous miscarriages from 

the test equation (Table 5.3).  

 

Table 5. 2: Logistic regression modelling using factors of uNK (CD56) centile, glandular p16 
centile and number of previous miscarriages. 
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Table 5. 3: Logistic regression modelling using factors of uNK (CD56) centile and glandular 
p16 centile only. 

 

The logistic regression model was complicated and clinically, was no improvement 

on asking women how many miscarriages they had.   In addition, the model did not 

make any biological sense.  Hence, I planned a new approach.  Instead of using the 

Log values I went back to using the centile values of uNK and glandular p16, as this 

has a similar effect on making the data more linear. In addition, I used the findings 

of the regression modelling of subtracting the glandular p16 from the uNK cell 

value.   

This enabled me to come up with a simple, clinically usable formula of ‘uNK – 

glandular P16’ centile.  This has biological meaning because it assesses; (i) the 

synchronicity of the stromal and glandular decidualisation process, (ii) CD56 cells 

and their target senescent cells and (iii) stromal/glandular interactions. 
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5.2.4 Endometrial factor synchronicity test 

 

I returned to the hypothesis that synchronicity of endometrial factors in 

decidualisation is paramount to successful pregnancy outcome. uNK cells play a role 

in clearing senescent cells and suggests a balance in the activity of uNK cells and 

presence of cell senescence is required to support pregnancy (Brighton et al., 2017). 

Furthermore, uNK cell activity in the stroma and glandular maturation or 

differentiation appears to improve prediction of subsequent pregnancy as seen in 

previous work using Noyes criteria in histological dating (Liu et al., 2014).  

Hence, a test that combines stromal and glandular development is likely to assess 

the synchronicity of the various compartments in the endometrial preparation for 

pregnancy. We hypothesise that disruption of this process would lead to impaired 

decidualisation. Here, I used uNK (CD56) centiles as a surrogate marker for stromal 

development and glandular p16 centiles for glandular development. Therefore, I 

designed the formula of ‘uNK minus glandular p16’ centile test to assess this 

synchronicity.  

Results are expressed as [median ‘difference value’ (Q1-Q3)]. The results show that 

a larger positive value of difference between uNK and glandular p16 centiles is 

associated with further miscarriage (13 (-14 to 39.3)) as compared to in women who 

had a live birth (-11 (-35.3 to 15.1)) (Figure 5.5). This difference in medians is 

significant using Mann-Whitney test (p=0.016). The significance is further supported 

by narrow inter-quartile ranges. This would suggest high uNK cell density that 

exceeds the predicted level of senescence is more prevalent in subsequent poor 

pregnancy outcome. Based on these findings, we would be able to set a cut off 

‘difference value’ of 13. In this study, a value of ≤ 13 reflects 75% of live births or 

ongoing pregnancies beyond 10 weeks gestation and 50% of women with a further 

miscarriage. This cut off point is demonstrated by the red line in Figure 5.5. 
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Synchronicity in endometrial preparation for pregnancy 

 

Figure 5. 5: Comparison of ‘uNK minus glandular p16’ centile value and pregnancy 
outcome. There is a significant difference between the 2 groups of women and the 
confidence intervals are narrow (p=0.0163). The cut-off value of 13 denoted by the red line 
in this graph, could potentially be used to predict live birth rate in a subsequent pregnancy.  

 

 

 

 

 

 

 

 

 

 

LB/O M 

uNK minus glandular p16 
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The histogram below is a pictorial depiction of the results demonstrated in Figure 

5.5. It illustrates a shift of ‘difference values’ to the right of 0, in women who have 

a further miscarriage. This means that uNK centile values are generally higher than 

glandular p16 centiles in women with a further miscarriage. 

 

 

Figure 5. 6: Histogram showing distribution of ‘uNK – glandular p16 centile’. The blue bars 
and line represent women with a live birth or pregnancy beyond 10 weeks gestation (LB/O) 
and, the striped bars and red line represent women with a further miscarriage (M). The 
histogram shows a shift to the right in women with poor pregnancy outcome. These 
women appear to have proportionately higher uNK centiles to glandular p16 centiles. 

 

 

 

 

 

 

Value of difference (uNK – glandular p16) 

LB/O 

M 
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5.2.5 Validity of uNK – glandular p16 centile test 

 

To test the validity in outcome prediction of ‘uNK – glandular p16’ centile test, I 

performed a receiver operating characteristic (ROC) analysis.  

The accuracy of a test depends on how well the test separates the group being 

tested into those with and without the disease in question. Accuracy is measured by 

the area under the ROC curve. An area of 1 represents a perfect test. An area of 0.5 

represents a test that is unable to differentiate between the two groups and is no 

better than chance. The traditional academic point system for the accuracy of a 

diagnostic test is as below (Tape, Thomas G. The Area Under an AUC Curve. 

University of Nebraska Medical Center. http://gim.unmc.edu/dxtests/Default.htm):  

 

 

 

 

 

 

 

 

Figure 5. 7: Concept of area under curve in receiver operating characteristics. The ROC 
curve assesses the sensitivity and specificity of a test and determines the robustness of a 
test. An excellent test is a test that has a high true positive rate and a low false positive 
rate. 

 

 

 

 

Area under the curve value 
explained: 

0.90-1 = excellent test   

0.80-0.90 = good test   

0.70-0.80 = fair test 

0.60-0.70 = poor test 

0.50-0.60 = failed test 
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In this study, I have shown the ability to predict a further miscarriage is improved in 

area under the curve from 54% using uNK centile alone to 65% with ‘uNK – glandular 

p16’ centile test (Figure 5.8). The AUC value suggests that although better, the ‘uNK 

– glandular p16’ test has a poor ability as a predictive test. Clinically, the ‘uNK – 

glandular p16’ centile test is not yet robust to reliably predict pregnancy outcome. 

However, it may identify women who would benefit from further intervention or 

therapy. In the setting of future research in endometrial factor of recurrent 

reproductive failure, the test may help focus on a target population with 

interruption to synchronicity between uNK cells and glandular cell senescence. 

 

 

Figure 5. 8: ROC curve showing ability of two tests; i) uNK centile test and ii) ‘uNK – 
glandular p16’ centile test, in predicting a further miscarriage. The AUC for the uNK centile 
test and ‘uNK-glandular p16’ centile test was 0.54 and 0.65 respectively. 
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In order to determine the significance of the difference between the two ROC 

curve analyses, I compared the two AUC values of the uNK centile and ‘uNK – 

glandular p16’ centile test using Hanley & McNeil statistical formula. The table 

below shows that the improvement seen in predictive ability of ‘uNK – glandular 

p16’ centile test is significant with p value 0.011. 

 

Table 5. 4: Hanley & McNeil statistical test; this statistical test compares two AUC values to 
determine whether there is a significant difference between two tests in its ability to 
predict outcome. The ‘uNK – glandular p16’ centile test is an improved predictive test 
compared to uNK centile test with a significant p value of 0.011. 

 

5.3 Discussion 

5.3.1 Endometrial stromal and glandular cell synchronicity 

 

To elucidate whether uNK cell density and glandular cell senescence change 

together in the endometrium to encourage implantation, I designed a test formula 

of ‘uNK – glandular p16’ centile test. This was extracted from conclusions of the large 

test development study which showed an association between glandular p16 centile 

and improved pregnancy outcomes. This formula was analysed for all 89 women 

from the test development study. The value was plotted for each patient and divided 

into two defined groups. The groups were women with subsequent first trimester 

miscarriage and women with subsequent ongoing pregnancy beyond 10 weeks’ 



125 
 

gestation or live birth. The difference between uNK and glandular cell senescent 

activity was compared in the two groups. 

The loss of synchronicity denoted by higher values of uNK cells in comparison to 

glandular senescence was found to be more prevalent in women with a further 

miscarriage (Figure 5.5 and Figure 5.6). This could describe an overactivity of uNK 

cells or delayed glandular development leading to impaired decidualisation. A 

threshold value of 13 depicts the difference value point at which below it, identifies 

75% of women with ongoing pregnancy or live birth and 50% of women who have a 

further miscarriage. I aim to use this threshold in a prospective RCT setting to 

evaluate this combined pre-conceptual endometrial test of endometrial stroma and 

gland development (uNK – glandular p16 centile test). 

The limitations of this combined test are apparent in the ROC curve presented in the 

results. It shows that the ‘uNK – glandular p16’ centile test improves prediction over 

uNK test alone. However, with an area under the curve of 0.65, the combined test is 

still poor in differentiating women with a good pregnancy outcome to those with a 

further first trimester miscarriage. The limitations are caused by miscarriage of 

karyotypically abnormal embryos, the unknown effect of an endometrial biopsy and 

variation between menstrual cycles (inter-cycle variation). These factors may also 

prevent any pre-conceptual endometrial test from achieving excellent predictive 

ability. Therefore, it is possible that the best we can expect to achieve is marginal 

improvement in prediction of subsequent pregnancy outcomes. However, the 

improvement may still be relevant clinically.  

I will attempt to address these limitations in the next chapter evaluating the 

combined test. 
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Chapter 6: Evaluation of combined test 

6.1 Background 

The combined test ‘uNK – glandular p16’ centile test has been shown to improve 

predictive ability of pregnancy outcome of the uNK test. However, it is not yet a 

robust test for clinical use. In this chapter, I aim to evaluate this test and its 

limitations in a randomised-controlled trial setting to investigate reproducibility and 

address limitations. 

 

6.1.1 Evaluating the combined test 

The hypotheses tested: 

 Synchronicity of endometrial stromal and glandular development are 

important for appropriate decidualisation and endometrial preparation for 

pregnancy. 

 Endometrial stromal development is assessed by uNK cell density based on 

day of menstrual cycle. This hypothesis was made base on the fact that 

stromal cell proliferation followed changes in uNK cell density (Figure 4.6) 

and the role of uNK cells clearing stromal senescent cells, which also 

stimulates stem cells and proliferation (Brighton et al., 2017). 

 Endometrial glandular development is assessed by senescence of glandular 

cells measured by p16. This is due to senescence reflecting the mature state 

of a cell. 

 Higher levels of uNK cell density based on day of cycle compared to glandular 

senescence is more prevalent in women with further miscarriage. This may 

reflect loss of synchronicity of the endometrial stromal and glandular 

compartments leading to pregnancy loss. This could describe an overactivity 

of uNK cells or delayed glandular development leading to impaired 

decidualisation. 
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Limitations to address: 

 Miscarriage of karyotypically abnormal embryo 

 Inter-cycle variation or effect of endometrial biopsy 

 

6.1.2 Methods  

Randomised-controlled trial (RCT) setting 

There is a registered, pilot randomised controlled trial in our unit that is assessing 

the effect of endometrial scratch (biopsy) against ‘sham-procedure’ in recurrent 

miscarriage (Scratch in Miscarriage (SiM) trial). This pilot trial is a fellow research 

student’s research project. I played a role as an investigator on the trial. I helped 

recruit and provide care for women entered into this trial. The trial received ethical 

approval from NHS National Research Ethics 2015 as mentioned in Chapter 2. The 

inclusion criteria for this trial was age 18 to 42 with history of at least two 

miscarriages and currently trying to conceive. It has reached its target of 109 

recruited patients. The recruited patients provided written consent to the trial and 

for research samples to be stored.  

The endometrial samples were taken using the same method as described in 

Chapter 2. Endometrial samples that were obtained in the intervention arm have 

been stored in our research Tissue Bank for future research.  

In order to investigate the reproducibility of the combined test of ‘uNK – glandular 

p16 centiles’ as a predictive test, I retrieved these samples from tissue bank to 

process using IHC as per study protocol. Each patient had a calculated uNK and 

glandular p16 centile. The value of ‘uNK – glandular p16 centiles’ was derived from 

these values. The outcome measure of interest to test the predictive ability of the 

combined test, was the first pregnancy event within 3 menstrual cycles from the 

endometrial biopsy.  
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The patients were divided into groups based on their pregnancy outcome:  

1. Women with a live birth  

2. Women with first trimester miscarriage of karyotypically abnormal embryo 

3. Women with further first trimester miscarriage  

4. Women not achieved pregnancy in the 3 months 

 

I have separated the women who miscarried a karyotypically abnormal embryo into 

their own group because this showed the correct response of the endometrium to 

the conceptus. Therefore, they represent an appropriate endometrial response and 

are distinct from women who miscarry a normal embryo, or where we do not have 

this information. 

The values of uNK and glandular p16 centiles underwent statistical analysis as per 

study protocol in Chapter 5. Using the cut-off value of ≤13, I then divided patients 

into two groups to compare their subsequent pregnancy outcome. Group 1 has a 

‘difference value’ of ≤13 and Group 2 a ‘difference value’ of >13.  

To support the validity and reproducibility of this combined test, a cut-off value of 

13 would be able to discriminate between women more likely to have a live birth to 

those with a poor pregnancy outcome. This will assess the importance of 

endometrial synchronicity between uNK cell density and glandular cell senescence. 

Cytogenetic testing 

During the course of this RCT study, cytogenetic testing was offered to all women 

who had a further miscarriage following current guidelines in recurrent pregnancy 

loss. Appointments were set up by the research team to discuss the results. The test 

may find normal or abnormal karyotype of embryo, and whether parental karyotype 

is advised. This effort was also made to address the study limitation of pregnancy 

loss attributable to karyotypically abnormal embryos, which hinders many research 

studies involving recurrent pregnancy loss. 
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6.2 Results 

6.2.1 SiM trial and limitations 

 

In the SiM trial, 55 patients were randomly allocated to the intervention arm. In the 

intervention arm, women underwent an endometrial scratch with a Wallach 

endometrial sampler in the mid-luteal phase of the menstrual cycle and advised to 

try to conceive from the next menstrual cycle.  The primary outcome for my project, 

was assessed as the first pregnancy achieved or not within the first three months 

after the intervention as any positive effect of the biopsy on the endometrium was 

thought to last 3 months. We also believe that after 3 months the endometrial 

sample is not likely to reflect the endometrium at the time of implantation. 

In this study sample (n=55), 31 women conceived within 3 months and 24 did not. 

This meant a large proportion could not be analysed for pregnancy outcome (44%). 

The trial was designed to obtain biopsy from women with recurrent miscarriage and 

collect pregnancy outcome prospectively.  It was hypothesised that most women 

would conceive within the 3 months of the biopsy because women with recurrent 

miscarriage would have a highly receptive endometrium. However, this was not 

reflected in the results of the trial. The problem with the trial was loss of 34 women 

because they conceived before recruitment or randomisation to the endometrial 

scratch procedure. This group of women are likely to represent the superfertile 

women with highly receptive endometrium. The inability to recruit these women 

may explain to a degree, the proportion of women who did not conceive within the 

3-month period. Please refer to the consort diagram in Figure 6.1 for illustration. 
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Figure 6. 1: CONSORT diagram for the SiM trial (unpublished). Reproduced with permission 
from Dr V Kandavel and Prof S Quenby (Biomedical research unit- UHCW/University of 
Warwick). In the process of recruiting and randomising women into the trial, 34 women 
were excluded due to being pregnant before we were able to recruit or randomise them.  
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6.2.2 Demographics 

In this study sample of 55 women, two were excluded from analysis as the first had 

a pregnancy of unknown location and the second was pregnant at time of biopsy, 

then proceeded to have a live birth. In the remaining 53 women, 18 had a live birth, 

11 miscarried and 24 did not conceive in the time period for my study. Among the 

women who miscarried, 2 were found to have miscarried trisomy pregnancies 

(Trisomy 16, 22). The demographics of these women can be found in Table 6.1. There 

was significant difference between age of women with live birth or miscarriage and 

women who did not conceive within 3 months or had a karyotypically abnormal 

embryo (Kruskal-Wallis; p=<0.0001). However, there was no difference in number 

of previous miscarriages and parity between the groups (Kruskal-Wallis; p=0.59 and 

Chi-square; p=0.32 respectively). 

 

 Live birth 

 

N=18 

Miscarriage 

 

N=9 

Miscarried 
trisomy 

N=2 

Did not 
conceive in 3 

months 

N=24 

Age; mean  

(SD) 

31 

(4.1) 

28 

(4.3) 

36 

(0.7) 

36 

(4.5) 

No previous 

miscarriages 

Median (IQR) 

3 

(2-3) 

3 

(3-3) 

2 

(2-2) 

3 

(2-5) 

Nulliparous N 

 (%) 

10 

(56%) 

7 

(78%) 

1 

(50%) 

10 

(42%) 

 

Table 6. 1: Demographic details of women who underwent an endometrial biopsy in the 
mid-luteal phase of a menstrual cycle. There appeared to be a significant difference in 
maternal age in this demographic. The women who miscarried a trisomy pregnancy or did 
not conceive within 3 months of their endometrial biopsy, were older. There was no 
difference in number of previous miscarriages or parity. (Kruskal-Wallis test) 
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6.2.3 Test validation 

 

I have used the same study protocol (Chapter 5) to investigate the distribution of 

uNK centile and glandular cell senescence with pregnancy outcome in the women 

identified in the RCT setting.  The trial was designed to obtain a biopsy from women 

with recurrent miscarriage and collect pregnancy outcome prospectively.  My aim 

was to investigate whether the ‘uNK-glandular p16’ centile test could predict 

subsequent pregnancy outcome by assessing endometrial stroma and glandular 

synchronicity. I applied the Kruskal-Wallis and Mann Whitney test to assess this 

association. 

In Figure 6.2A, there was significant difference of uNK centile values between the 4 

groups (Kruskal-Wallis; p=0.02). uNK centiles appear to most significantly 

discriminate women who will have a live birth to women who did not conceive 

within 3 months (Mann-Whitney; p=0.012). Women who did not conceive within the 

3 months had higher uNK centile values with a median of 44th centile compared to a 

median of 18th centile in women with a live birth. However, the uNK centile values 

were similar in the women who had a miscarriage to those who did not conceive 

within 3 months (Mann-Whitney; p=0.74). 

Glandular p16 centile did not show significant difference across all four groups 

(Kruskal-Wallis; p=0.28). However, unlike the uNK centile, glandular p16 centile was 

able to discriminate between women who had a miscarriage and those who did not 

conceive within 3 months (Mann-Whitney; p=0.029). This is illustrated in Figure 

6.2B. 

Combining the ability of both tests using ‘uNK – glandular p16’ showed that the 

combined test is able to predict pregnancy outcome and confirms findings in 

Chapter 5. There is a significant difference in ‘uNK-glandular p16’ centile values 

between women who had a live birth and women who had a further first trimester 

miscarriage (Mann-Whitney; p=0.036) (Figure 6.3). 
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Using the ‘uNK-glandular p16’ cut-off value of ≤ 13 as described in Chapter 5, I 

divided the study’s participants (n=53) into two groups to compare their subsequent 

pregnancy outcome. Group 1 had a ‘difference value’ of ≤13 (n=30) and Group 2 a 

‘difference value’ of >13 (n=23). In Group 1, I was able to predict a live birth rate of 

43% (13/30) in the 3 months cycle; compared to live birth rate of 22% (5/23) in 

Group 2. Furthermore, a ‘difference value’ > 13, predicted 8 out of 9 miscarriages 

not affected by known trisomy. 

According to the hypothesis derived in Chapter 5, a ‘uNK – glandular p16’ centile 

value of ≤13 would have identified women with an endometrium that was within 

normal limits and preparing effectively for pregnancy. Interestingly, the uNK-

glandular p16 test also correctly predicted both miscarriages of abnormal karyotype 

(difference value ≤13) and all 3 karyotypically normal embryos (difference value 

>13). However, the numbers are too small to make any conclusions.   
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Figure 6. 2: uNK centile and glandular p16 centile in the outcome groups; (i) women with a 
live birth, (ii) women with a trisomy pregnancy loss, (iii) women with a further miscarriage 
and (iv) women who did not conceive in the specified timeframe.  

Graph A demonstrates that there was significantly higher uNK centile value in women who 
did not conceive when compared to women with a live birth (p= 0.012; Mann-Whitney U 
test). Graph B illustrates that there was significantly less glandular p16 expression in 
women who miscarried compared to those who did not conceive (p= 0.029; Mann-Whitney 
U test). 
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Figure 6. 3: The ‘uNK – glandular p16’ centile test and SiM trial outcome groups. The 
combined test did predict women who miscarried from the women who conceived in the 3-
month period. The test was significantly different in women who miscarried and women 
who had a live birth (p= 0.036; Mann-Whitney U test). The red line depicts the ‘difference 
value’ of 13, which was determined as a useful cut-off value in Chapter 5. A ‘uNK – 
glandular p16’ centile test value of ≤ 13, predicted a live birth rate of 43% (13/30) within 
the 3-month period. This is compared to a live birth rate of 22% (5/23) with a value of >13. 
All but one woman in the miscarriage group had a value above 13. 
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6.3 Discussion 

6.3.1 ‘uNK – glandular p16’ centile test 

The evaluation of the combined pre-conceptual endometrial test (‘uNK – glandular 

p16’ centile test) showed that it was reproducible in the context of the pilot ‘Scratch 

in Miscarriage’ RCT study conducted in our research unit. The SiM trial aim is to 

assess the effect of endometrial scratch (biopsy) against ‘sham-procedure’ in 

recurrent miscarriage. We chose to evaluate the combined test on women in the 

intervention arm of this trial to reduce bias; as it was a prospective study, had strict 

inclusion criteria and the participants were not offered any other therapy.  

Only 29 of the 53 participants had a pregnancy event within 3 months of their biopsy. 

The 29 women were divided into groups based on their pregnancy outcome. The 

first group had a live birth (n=18). The second group had a miscarriage of a trisomy 

fetus (n=2) and therefore were put in a separate group because miscarriage of 

trisomy pregnancies is considered normal. The third group had a further first 

trimester miscarriage (n=9). Of the third group 3 women miscarried karyotypically 

normal embryos and we were unable to obtain karyotyping for the other 6 women.  

The statistical analysis showed a difference between those that miscarried and those 

that had a live birth. Therefore, we have been able to validate the ‘uNK – glandular 

p16’ centile test with pregnancy outcomes conceived within 3 months.  The period 

of 3 months was our pre-specified outcome measure from the SiM trial. I did re-

analyse the data with one year’s follow up and there was no difference in the ‘uNK-

glandular p16’ centile test between the two groups. The problem was that some 

who miscarried in the first pregnancy after the biopsy conceived again quickly and 

had a live birth. This is a good outcome for the patients and clinical trial perspective 

but is less useful in our understanding of the endometrium. In addition, some 

women conceived more than 6 months after the biopsy and it is unlikely the test 

performed would reflect the process of implantation for these women. 
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Limitations of this evaluation study 

One of the limitations of the evaluation study is the small numbers that were studied 

as 24 women did not conceive in the 3 months following their biopsy. The range of 

uNK centile and glandular p16 centile values were large and overlapped affecting 

the accuracy of the test (Figure 6.2). We also aimed to test all further miscarriage 

with cytogenetics. However, we found testing for cytogenetics on further pregnancy 

loss was not straightforward. Only 5 of 11 miscarriages had a cytogenetic result due 

to reasons of insufficient or no pregnancy tissue obtained.  

Another aspect that will be explored next, is the presence of inter-cycle variation. 

We know that the endometrium rejuvenates each menstrual cycle. This invokes the 

question of whether this ultimately limits the pregnancy outcome predictive ability 

of a static test, which evaluates endometrial preparation for pregnancy in only one 

menstrual cycle. Hence, limiting the value of this combined test for pregnancies 

conceived beyond the 3-month period as discussed above. 
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Chapter 7: Inter-cycle Variation 
 

In our research team, information from repeat biopsies from the same patient, have 

been analysed to investigate inter-cycle variation in uNK centile values. Some 

patients have shown a change in response to an endometrial biopsy, while others 

do not.  

I extracted data from the repeat biopsies for a 3-year retrospective study (2014 – 

2017) of women with recurrent reproductive failure, who had repeat biopsies within 

a 6-month duration and had a subsequent pregnancy outcome within a year of the 

second biopsy. This study of 60 women with recurrent reproductive failure, were 

divided into two groups. Group 1 had a subsequent ongoing pregnancy beyond 12 

weeks’ gestation and Group 2 had a further first trimester miscarriage. The aim was 

to investigate uNK centile variation between cycles and association to pregnancy 

outcomes. 
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7.1 Results 

 

Table 7.1 shows the demographic details of this study. There is no significant 

difference in the characteristics of the women in both groups. The mean age is 35.7 

years and mean BMI is 23.9 for the whole study sample of 60 women. More women 

had infertility issues 56.7% and most were nulliparous 75%. The majority of women 

had an interval between biopsy of ≤ 3 months (80%). The median number of embryo 

transfers for the infertility patients was 4 (IQR: 2-7) and median number of previous 

miscarriages for women with recurrent pregnancy loss was 5 (IQR: 3-7). 

 

 

Table 7. 1: Demographic data of women with repeat biopsies and a pregnancy event within 
1 year of second biopsy (n=60). There was no significant difference in the two groups in all 
the demographic data above; maternal age, BMI, fertility, parity and interval between 
biopsy. Most women were nulliparous (75%) and had an interval between biopsy within 3 
months (80%).  
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The two groups were analysed separately, to investigate uNK cell density changes 

following endometrial tissue injury and whether this relates to subsequent 

pregnancy outcome in women with recurrent reproductive failure. Each patient’s 

biopsy was processed using IHC to calculate a uNK centile value. The first biopsy’s 

uNK centile was compared to that of the paired second biopsy to assess inter-cycle 

variation for each group. The aim was to assess whether the endometrium behaved 

differently between menstrual cycles in women who had a positive pregnancy 

outcome and those who did not. I used the Wilcoxon statistical test to compare the 

paired biopsies and p <0.05 was significant. Results are reported as (Median 

difference (95% CI); p value). 

The results showed that women with a subsequent pregnancy beyond 12 weeks had 

a significant fall in their uNK centile value in the second biopsy (-13 (-26.7 to -4.6); p 

= 0.0073). In comparison, the uNK centile values did not change significantly in 

women with a further IVF failure or miscarriage (-1.5 (-16.6 to 10.8); p = 0.585). This 

is illustrated in Figure 7.1. 
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7.2: Advantages and limitations 

 

This study is one of the first examining repeat endometrial biopsies and subsequent 

pregnancy outcomes in reference to uNK cell activity. It provides insight into the 

difference in the decidual process between menstrual cycles and raises two theories. 

The first is the concept that the repeat samples show the variation present in 

menstrual cycles as the endometrium undergoes regeneration and adaption as a 

crucial role in human reproductive success. The second theory is that the 

endometrial biopsy is a source of endometrial injury and the difference in uNK 

centile values found are a direct reflection of the biopsy. Therefore, the difference 

recorded is the ability of the endometrium to respond to the stimuli and not just a 

passive reflection of decidual processes.  

Another advantage of this study is the enrichment of its study population. As 

previously stated, the median number of embryo transfers for the infertility patients 

was 4 (IQR: 2-7) and median number of previous miscarriages for women with 

recurrent pregnancy loss was 5 (IQR: 3-7). This reflects a more severe phenotype, 

which confers a higher likelihood of aberrant decidualisation and hence is more 

demonstrable when studied.  

The limitation of this study is the bias introduced as a retrospective study, which 

includes data collection bias. This type of study can be run efficiently in this setting 

because it is less time-consuming and is low cost. Due to the proportion of women 

who do not conceive and are loss to follow up following an intervention, as seen in 

the prospective RCT study (SiM trial), the number that would need to be entered 

into a prospective cohort study would be large. 

This study is also limited by the unknown proportion of miscarriages or implantation 

failures which will be due to embryo factors. Furthermore, due to the very nature of 

variation between menstrual cycles, it is difficult to determine the duration in which 

the results would still be reflective of the patient’s endometrial status and the 
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optimum time between repeat endometrial biopsies. The more commonly accepted 

time-frame that would still reflect endometrial status, is a conception event within 

3 months of an endometrial biopsy test. 

Another factor to be considered, is the results of this study are still not yet robust as 

confidence intervals are wide. 

 

7.3: Impact of study 

 

This is likely the most important finding in my research study as a whole. The results 

give credence to scientific thought that each menstrual cycle must differ as it 

continues to move through its regenerative and adaptive phases (Lucas et al., 2016; 

Lucas et al., 2013). As evidence emerges that uNK cells and senescent cells form part 

of the mechanisms of decidualisation, it is reasonable to suggest that they’re activity 

changes between cycles as the endometrium aims to balance its receptive and 

selective traits, which are important for implantation and reproductive success.  

This study suggests that a reduction in uNK cell density in response to endometrial 

tissue injury (endometrial biopsy) appears to be associated with higher rates of 

ongoing pregnancies beyond 12 weeks gestation. These findings add to current 

evidence that endometrial plasticity (the ability of the endometrium to adapt from 

cycle to cycle in response to stress signals) is paramount to endometrial preparation 

for pregnancy (Lucas et al., 2016).  

 

Concept of endometrial plasticity 

The Warwick group has explored the concept of endometrial plasticity and its 

importance in reproductive fitness. It is hypothesised that reproductive success is 

dependent on a constant homeostatic rebalancing of embryonic and maternal traits 

(Chuong et al., 2013; Crespi & Semeniuk, 2004; Emera et al., 2012). This is 

particularly important due to the invasive nature of human embryos and its intrinsic 
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chromosomal instability. The cyclical regeneration of the endometrium is 

remarkable and is associated with an abundance of adult stem cells, which are 

mainly found around the spiral arteries (Du et al., 2012; Du & Taylor, 2010; Gargett 

et al., 2012; Gargett & Ye, 2012; Lucas et al., 2016). The underlying mechanism for 

recruitment of these mesenchymal stem cells which differentiate into mature 

stromal cells is still unclear but is likely to differ following ‘endometrial injury’; such 

as menstruation, miscarriage or parturition (Lucas et al., 2016). This innate 

adaptability may explain the high rate of successful pregnancy outcome in women 

who suffer from repeated pregnancy loss.  

 

Patient-specific response 

In addition, the patient-specific response to endometrial injury is highlighted in this 

study. It appears that the endometrium behaves differently for women who have a 

subsequent successful pregnancy, in the months preceding conception. This 

variation between patient’s response to the endometrial biopsy likely determines 

the clinical benefit of the scratch procedure. These findings also support the 

limitations of a static test taken in one menstrual cycle in predicting subsequent 

pregnancy outcomes, as it does not assess each patient’s individual endometrial 

response. 

Ideally, the repeat endometrial biopsy test would identify women with an adaptive 

endometrium, who will have a high likelihood of positive pregnancy outcome. 

Conversely, those where this is aberrant would be stratified to having a poorer 

outcome prediction, as their decidualisation process is disordered. If the validity of 

this identification process is confirmed in future research, it may be a measure to 

focus recruitment of women into trials and enable targeted therapies.  
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Future challenge 

The future challenge is to confirm or refute the findings that a fall in uNK cell density 

in response to ‘endometrial injury’ predicts improved subsequent pregnancy 

outcome using larger, prospective cohort studies. It would then be essential to 

understand whether there are specific signature patterns that discriminate women 

who have RPL, are ‘superfertile’ or have RIF. If there is credence to these findings, 

future research would be able to use these signature uNK density changes to focus 

recruitment to trials and target therapies.  
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SUMMARY OF CONCLUSIONS AND 
FUTURE WORK 

 
  



149 
 

Chapter 8: Summary of conclusions and future 

work 

The overall aim of this research project is to design a pre-conceptual endometrial 

test that can improve prediction of subsequent pregnancy outcome when compared 

to the uNK test in recurrent pregnancy loss. There is a dearth of strong evidence in 

predicting future pregnancy outcomes in couples with recurrent reproductive 

failure. This is due to the highly complex and varied factors that influence the 

outcome of care in these couples. It makes for a difficult clinical situation fraught 

with controversy in its management and causes significant stress for couples. The 

ability to predict outcome and profile or identify women with poorer prognosis will 

help individualise care and focus research more effectively. 

The uNK cell test has been widely adopted because they have consistently been 

found to be higher in reproductive failure (Quenby et al., 1999; Tuckerman et al., 

2007), correlates negatively with markers of decidualisation (Kuroda et al., 2013) 

and been used to identify women who may benefit from steroid therapy to prevent 

repeated pregnancy loss (Tang et al., 2011). To date, efforts to design or improve 

prediction tests include work combining uNK test and histological dating using 

Noyes’ criteria (Liu et al., 2014) and assessing activity of uNK cells by measuring 

released interleukin levels (IL-15, IL-18) (Lédée et al., 2016; Lédée et al., 2017). They 

show limited predictive ability. The number of previous miscarriages or implantation 

failures and maternal age remain factors that outweigh other parameters in 

predicting outcome but are themselves unchangeable. My aim was to translate 

novel high-quality laboratory science into a clinical application to improve prediction 

of pregnancy outcome and highlight therapies by understanding underlying 

pathophysiology in recurrent pregnancy loss. If results were encouraging, future 

work would involve a predictive test for women with recurrent implantation failure.  
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The scientific hypotheses that formed the structure of this research project included: 

1. uNK cell density on its own is not a good predictor of pregnancy outcome 

(Liu et al., 2014)  

2. When uNK cell density is normalised for day of cycle creating the uNK 

centile, its ability in predicting pregnancy outcome improves (Brighton et 

al., 2017) 

3. Histological dating includes assessment of endometrial glandular 

development in decidualisation therefore improves predictive ability of 

uNK test (Liu et al., 2014) 

4. Increased rate of proliferation indicated by Ki67 in uNK cells indicates active 

uNK cells and is associated with recurrent pregnancy loss (Lédée et al., 

2016; Lédée et al., 2017) 

5. Endometrial stromal senescence (HMGB2 loss or p16 presence) promotes 

senescence, impairs decidualisation and is associated with recurrent 

pregnancy loss (Lucas et al., 2016). 

 

In assessing the predictive ability of the uNK test, I have demonstrated that the uNK 

test on its own does not predict pregnancy outcome based on 281 women with 

recurrent reproductive failure (Chapter 3). I did find that there was improvement in 

prediction using uNK centile (uNK cell density normalised for day of cycle) but this 

was still not statistically significant.  In the randomised controlled trial, it was 

interesting that uNK centile did appear to predict which women were slower to 

conceive.   

In my research, I have found a pre-conceptual endometrial test that incorporates 

the endometrial stromal and glandular components (uNK – glandular p16 centile 

test) which demonstrated improved prediction of pregnancy outcome when 

compared to the uNK test (Chapter 5). The improvement is illustrated in the ROC 

curve produced but is not robust and still has poor predictive ability (Figure 5.8). 

These findings showed some promise, as it suggested synchronicity between the 

two compartments reflected an ordered decidualisation process and was important 
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for a successful pregnancy. It supported findings by our research team that 

demonstrated the uNK cells’ role in clearing endometrial senescent cells and 

invoking human endometrial stem cell proliferation (Brighton et al., 2017). 

I have shown a corroboration of the above findings relating to the ‘uNK – glandular 

p16’ centile test’s predictive ability, in the setting of a prospective Randomised-

Controlled Trial (RCT) setting (Chapter 6). A strong conclusion could not be made as 

this was limited by the sample size of 53 women. It was found that the most fertile 

women with recurrent pregnancy loss conceived before randomisation and a 

possibly less severe phenotype was recruited into the trial. In addition, only a small 

proportion of miscarriages had cytogenetic results to limit the confounding factor of 

abnormal embryos. However, this setting provided the best option to limit bias. 

Technically, I have been able to design an endometrial pre-conceptual test, that is 

easy to perform albeit not yet robust. The results in conducting this research have 

strengthened and confirmed hypotheses formed in our research unit concerning the 

underlying pathophysiological processes in recurrent reproductive failure. We have 

shown it is possible to assess stromal and glandular development in the 

endometrium using immunohistochemistry (IHC) staining. The study protocol 

developed enables this process to be performed on a large scale and could be 

adopted in future research work analysing pathophysiology.  

This research has also invoked the question of whether the concept of a one-off 

endometrial test is sufficient to provide prognostic information that is strong enough 

to use in a clinical setting. Alternatively, the ‘uNK – glandular p16’ centile test could 

be used to enter women into a randomised controlled trial and would be far better 

than the uNK test. This is because a value >13 selects nearly all those who miscarry 

(89%) with 22% of live births receiving unnecessary treatment, as seen in the RCT 

setting (Chapter 6). In contrast the uNK centile test at >75th centile would have only 

selected 22% of the miscarriages but suggested 11% of the live births received 

unnecessary treatment. It may be possible to further enrich the study population by 
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incorporating the measure of each participants’ endometrial plasticity denoted by 

inter-cycle variation (Chapter 7). 

This combined endometrial pre-conceptual test still requires a significant amount of 

scientific exploration and should only be performed in a research setting. 

 

8.1 Advantages and limitations of this research study 

The advantage of this research project is its systematic approach to investigating the 

predictive ability of a combined pre-conceptual endometrial test. This enabled me 

to assess effectiveness of the uNK cell test as a predictor of pregnancy outcome, 

develop IHC protocol for cell proliferation and cell senescence in specific localised 

areas within the endometrium (stromal, glandular and luminal), describe possible 

relationship between these markers and pregnancy outcome, and evaluate the 

developed combined pre-conceptual endometrial test in a prospective RCT setting. 

I was able to source data from an established ‘Implantation Clinic’ where women 

with recurrent reproductive failure attend for consultation and are offered the uNK 

test. This enabled me to derive information and knowledge from a considerable 

number of couples with more severe phenotype as a population, due to this centre 

being a tertiary referral unit.  

Working closely with our research team examining scientific evidence and 

hypotheses of endometrial factor in recurrent reproductive failure has ensured my 

research project remained relevant to emerging concepts and evidence. It has given 

me insight into how research moves forward and increased my understanding on 

the subject. 

There are limitations to my research project. These can be divided into data 

collection, inherent error in the uNK or IHC test, miscarriage of abnormal karyotype 

embryos and inter-cycle variation.  
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Data collection in the early stages of my research project assessing the uNK cell 

density test (Chapter 3) included retrospective data that would introduce bias. There 

was also bias in recording patient’s pregnancy outcome due to patient self-reporting 

and practice of discharging patients from the ‘Implantation Clinic’ following a 10 to 

12 weeks’ gestation early pregnancy scan. In an ideal situation, live birth instead of 

ongoing pregnancy beyond 10 to 12 weeks’ gestation would be the main outcome 

measure. We were able to mitigate this in the final evaluation test in the prospective 

RCT setting, as all final pregnancy outcomes were known (Chapter 6). 

The combined endometrial test developed (‘uNK – glandular p16’ centile test) was 

based on IHC protocols used for many years in uNK testing. The inherent test errors 

include inter-observer error of 20% as seen in our laboratory and possible error in 

patient reported ovulation test ± 48 hours. This would affect calculated centile 

values for both markers. 

Another limitation to any recurrent pregnancy loss study, is the proportion of first 

trimester miscarriages due to abnormal embryo karyotype. We attempted to 

address this limitation in the final evaluation test, by offering cytogenetics testing 

for all first trimester miscarriages. Despite our best efforts, we managed to gain 

cytogenetic results of only 5 out of 11 first trimester miscarriages in the final 

evaluation test (Chapter 6). This highlights the difficulties in obtaining this 

information for future studies. 

In developing this combined endometrial predictive test, it has revealed the 

presence and importance of inter-cycle variation. It has been shown that women’s 

endometrium reacts differently to endometrial injury (endometrial scratch). Some 

women’s uNK cell levels differ between menstrual cycles and others stay at very 

similar levels. It appears that women whose uNK cell levels fall have more positive 

pregnancy outcomes (Chapter 6). Therefore, it suggests a one-off, static endometrial 

test may not be sufficient to predict pregnancy outcomes as it does not consider the 

variation between cycles. 
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8.2 Future work 

An important area that needs further research is endometrial plasticity, which is the 

ability of the endometrium to respond to stressful stimuli. Understanding how the 

endometrium rejuvenates and how it varies between menstrual cycles, may be key 

to developing a test with a more robust ability to predict pregnancy outcome in 

recurrent reproductive failure. 

This could take the form of repeat biopsies measuring changes in uNK cell or 

senescent markers; which could identify women with poorer prognosis. Research 

could focus on these women with the aim of identifying appropriate, individualised 

therapies. On the other hand, a marker of stem cell response that is important in 

endometrial rejuvenation, could be investigated and developed into a prognostic 

test. 

Another area that I have not explored is the development of angiogenesis and spiral 

arteries during decidualisation. If a relationship between spiral artery development 

and pregnancy outcome can be established, it may further improve our combined 

pre-conceptual test (uNK – glandular p16 centile test) by including a vascular 

component. This would then measure the synchronicity between the stromal, 

glandular and vascular components of the endometrium.    

There is also the question of how the endometrium of women with recurrent 

implantation failure differs from women with recurrent pregnancy loss. Do these 

clinical presentations sit on opposite sides of a clinical scale? The first having an 

excessively selective endometrium and the latter an excessively receptive 

endometrium. Would any future predictive test, work in the same way for both 

presentations? 

Crucially, the recurring theme for any future research into pregnancy outcome for 

couples with recurrent reproductive failure has been the quality of pregnancy 



155 
 

outcome data and proportion of miscarriages due to abnormal embryo karyotype. 

It is accepted that the measures needed to address these issues are complex, time-

consuming and carry costs. However, to have meaningful results it is essential. A 

comprehensive database to collect such information has been set up by my 

supervisor and will greatly improve our resources for excellent research. I would also 

suggest that research investigating pathophysiology of endometrial factor or 

designing a test should begin in women with more severe phenotype (≥ 5 previous 

miscarriage or ≥ 3 failed IVF/ICSI) to identify the abnormal processes. This is because 

results may be diluted by data from less severe phenotype which may represent 

chance or embryo abnormality instead of endometrial pathology. Once these 

processes are identified, we would need a way to identify affected women earlier in 

their reproductive history to implement measures and avoid preventable 

miscarriages. 

 

 

 

 

 

 

 

 

 

 

 

 

 



156 
 

 

Bibliography 

 

Abdallah, Y., Naji, O., Saso, S., Pexsters, A., Stalder, C., Sur, S., Raine-Fenning, N., 

Timmerman, D., Brosens, J. J. & Bourne, T. (2012) Ultrasound assessment of the peri-

implantation uterus: a review. Ultrasound Obstet Gynecol, 39 (6): 612-619. 

 

Achache, H. & Revel, A. (2006) Endometrial receptivity markers, the journey to successful 

embryo implantation. Hum Reprod Update, 12 (6): 731-746. 

 

Afshar, Y., Miele, L. & Fazleabas, A. T. (2012) Notch1 is regulated by chorionic 

gonadotropin and progesterone in endometrial stromal cells and modulates 

decidualization in primates. Endocrinology, 153 (6): 2884-2896. 

 

Aitken, R. J., De Iuliis, G. N. & McLachlan, R. I. (2009) Biological and clinical significance of 

DNA damage in the male germ line. Int J Androl, 32 (1): 46-56. 

 

Aleyasin, A., Abediasl, Z., Nazari, A. & Sheikh, M. (2016) Granulocyte colony-stimulating 

factor in repeated IVF failure, a randomized trial. Reproduction, 151 (6): 637-642. 

 

Andersen, A. M., Andersen, P. K., Olsen, J., Grønbæk, M. & Strandberg-Larsen, K. (2012) 

Moderate alcohol intake during pregnancy and risk of fetal death. Int J Epidemiol, 41 (2): 

405-413. 

 

Andersen, S. L., Olsen, J., Wu, C. S. & Laurberg, P. (2014) Spontaneous abortion, stillbirth 

and hyperthyroidism: a danish population-based study. Eur Thyroid J, 3 (3): 164-172. 

 

Anifandis, G., Bounartzi, T., Messini, C. I., Dafopoulos, K., Sotiriou, S. & Messinis, I. E. 

(2014) The impact of cigarette smoking and alcohol consumption on sperm parameters 



157 
 

and sperm DNA fragmentation (SDF) measured by Halosperm(®). Arch Gynecol Obstet, 290 

(4): 777-782. 

 

Ata, B., Tan, S. L., Shehata, F., Holzer, H. & Buckett, W. (2011) A systematic review of 

intravenous immunoglobulin for treatment of unexplained recurrent miscarriage. Fertil 

Steril, 95 (3): 1080-1085.e1081-1082. 

 

Avalos, L. A., Roberts, S. C., Kaskutas, L. A., Block, G. & Li, D. K. (2014) Volume and type of 

alcohol during early pregnancy and the risk of miscarriage. Subst Use Misuse, 49 (11): 

1437-1445. 

 

Aït-Azzouzene, D., Langkopf, A., Cohen, J., Bleux, C., Gendron, M. C. & Kanellopoulos-

Langevin, C. (1998) Selective loss of mouse embryos due to the expression of transgenic 

major histocompatibility class I molecules early in embryogenesis. Mol Reprod Dev, 50 (1): 

35-44. 

 

Baart, E. B., Martini, E., van den Berg, I., Macklon, N. S., Galjaard, R. J., Fauser, B. C. & Van 

Opstal, D. (2006) Preimplantation genetic screening reveals a high incidence of aneuploidy 

and mosaicism in embryos from young women undergoing IVF. Hum Reprod, 21 (1): 223-

233. 

 

Bahat, A., Tur-Kaspa, I., Gakamsky, A., Giojalas, L. C., Breitbart, H. & Eisenbach, M. (2003) 

Thermotaxis of mammalian sperm cells: a potential navigation mechanism in the female 

genital tract. Nat Med, 9 (2): 149-150. 

 

Bahn, R. S., Burch, H. B., Cooper, D. S., Garber, J. R., Greenlee, M. C., Klein, I., Laurberg, P., 

McDougall, I. R., Montori, V. M., Rivkees, S. A., Ross, D. S., Sosa, J. A., Stan, M. N., 

Association, A. T. & Endocrinologists, A. A. o. C. (2011) Hyperthyroidism and other causes 

of thyrotoxicosis: management guidelines of the American Thyroid Association and 

American Association of Clinical Endocrinologists. Endocr Pract, 17 (3): 456-520. 

 



158 
 

Banerjee, P., Sapru, K., Strakova, Z. & Fazleabas, A. T. (2009) Chorionic gonadotropin 

regulates prostaglandin E synthase via a phosphatidylinositol 3-kinase-extracellular 

regulatory kinase pathway in a human endometrial epithelial cell line: implications for 

endometrial responses for embryo implantation. Endocrinology, 150 (9): 4326-4337. 

 

Barber, J. C., Cockwell, A. E., Grant, E., Williams, S., Dunn, R. & Ogilvie, C. M. (2010) Is 

karyotyping couples experiencing recurrent miscarriage worth the cost? BJOG, 117 (7): 

885-888. 

 

Bellver, J., Rossal, L. P., Bosch, E., Zúñiga, A., Corona, J. T., Meléndez, F., Gómez, E., Simón, 

C., Remohí, J. & Pellicer, A. (2003) Obesity and the risk of spontaneous abortion after 

oocyte donation. Fertil Steril, 79 (5): 1136-1140. 

 

Bender Atik, R., Bjarne Christiansen, O., Elson, J., Kolte, A., Lewis, S., Middeldorp, S., Nelen, 

W., Peramo Moya, B., Quenby, S., Vermeulen, N. & Goddijn, M. (2018) ESHRE guideline: 

recurrent pregnancy loss.  

 

Bergh, P. A. & Navot, D. (1992) The impact of embryonic development and endometrial 

maturity on the timing of implantation. Fertil Steril, 58 (3): 537-542. 

 

Bernard, G., Darai, E., Poncelet, C., Benifla, J. L. & Madelenat, P. (2000) Fertility after 

hysteroscopic myomectomy: effect of intramural myomas associated. Eur J Obstet Gynecol 

Reprod Biol, 88 (1): 85-90. 

 

Bernardi, L. A., Cohen, R. N. & Stephenson, M. D. (2013) Impact of subclinical 

hypothyroidism in women with recurrent early pregnancy loss. Fertil Steril, 100 (5): 1326-

1331. 

 

Beydoun, H. & Saftlas, A. F. (2005) Association of human leucocyte antigen sharing with 

recurrent spontaneous abortions. Tissue Antigens, 65 (2): 123-135. 



159 
 

 

Bhattacharya, S. M. (2008) Association of various sperm parameters with unexplained 

repeated early pregnancy loss--which is most important? Int Urol Nephrol, 40 (2): 391-395. 

 

Bildirici, I., Bukulmez, O., Ensari, A., Yarali, H. & Gurgan, T. (2001) A prospective evaluation 

of the effect of salpingectomy on endometrial receptivity in cases of women with 

communicating hydrosalpinges. Hum Reprod, 16 (11): 2422-2426. 

 

Blois, S. M., Klapp, B. F. & Barrientos, G. (2011) Decidualization and angiogenesis in early 

pregnancy: unravelling the functions of DC and NK cells. J Reprod Immunol, 88 (2): 86-92. 

 

Boots, C. & Stephenson, M. D. (2011) Does obesity increase the risk of miscarriage in 

spontaneous conception: a systematic review. Semin Reprod Med, 29 (6): 507-513. 

 

Boots, C. E., Bernardi, L. A. & Stephenson, M. D. (2014) Frequency of euploid miscarriage is 

increased in obese women with recurrent early pregnancy loss. Fertil Steril, 102 (2): 455-

459. 

 

Bosteels, J., Weyers, S., Puttemans, P., Panayotidis, C., Van Herendael, B., Gomel, V., Mol, 

B. W., Mathieu, C. & D'Hooghe, T. (2010) The effectiveness of hysteroscopy in improving 

pregnancy rates in subfertile women without other gynaecological symptoms: a systematic 

review. Hum Reprod Update, 16 (1): 1-11. 

 

Bouchard, P., Marraoui, J., Massai, M. R., Medalie, D. A., De Ziegler, D., Perrot-Applanat, 

M., Frydman, R. & Bergeron, C. (1991) Immunocytochemical localization of oestradiol and 

progesterone receptors in human endometrium: a tool to assess endometrial maturation. 

Baillieres Clin Obstet Gynaecol, 5 (1): 107-115. 

 

Bouet, P. E., El Hachem, H., Monceau, E., Gariépy, G., Kadoch, I. J. & Sylvestre, C. (2016) 

Chronic endometritis in women with recurrent pregnancy loss and recurrent implantation 



160 
 

failure: prevalence and role of office hysteroscopy and immunohistochemistry in 

diagnosis. Fertil Steril, 105 (1): 106-110. 

 

Boyson, J. E., Rybalov, B., Koopman, L. A., Exley, M., Balk, S. P., Racke, F. K., Schatz, F., 

Masch, R., Wilson, S. B. & Strominger, J. L. (2002) CD1d and invariant NKT cells at the 

human maternal-fetal interface. Proc Natl Acad Sci U S A, 99 (21): 13741-13746. 

 

Bradley, L. A., Palomaki, G. E., Bienstock, J., Varga, E. & Scott, J. A. (2012) Can Factor V 

Leiden and prothrombin G20210A testing in women with recurrent pregnancy loss result 

in improved pregnancy outcomes?: Results from a targeted evidence-based review. Genet 

Med, 14 (1): 39-50. 

 

Brenner, R. M., Slayden, O. D., Nayak, N. R., Baird, D. T. & Critchley, H. O. (2003a) A role for 

the androgen receptor in the endometrial antiproliferative effects of progesterone 

antagonists. Steroids, 68 (10-13): 1033-1039. 

 

Brenner, R. M., Slayden, O. D., Rodgers, W. H., Critchley, H. O., Carroll, R., Nie, X. J. & Mah, 

K. (2003b) Immunocytochemical assessment of mitotic activity with an antibody to 

phosphorylated histone H3 in the macaque and human endometrium. Hum Reprod, 18 (6): 

1185-1193. 

 

Brigham, S. A., Conlon, C. & Farquharson, R. G. (1999) A longitudinal study of pregnancy 

outcome following idiopathic recurrent miscarriage. Hum Reprod, 14 (11): 2868-2871. 

 

Brighton, P. J., Maruyama, Y., Fishwick, K., Vrljicak, P., Tewary, S., Fujihara, R., Muter, J., 

Lucas, E. S., Yamada, T., Woods, L., Lucciola, R., Hou Lee, Y., Takeda, S., Ott, S., Hemberger, 

M., Quenby, S. & Brosens, J. J. (2017) Clearance of senescent decidual cells by uterine 

natural killer cells in cycling human endometrium. Elife, 6  

 

Bronet, F., Martínez, E., Gaytán, M., Liñán, A., Cernuda, D., Ariza, M., Nogales, M., 

Pacheco, A., San Celestino, M. & Garcia-Velasco, J. A. (2012) Sperm DNA fragmentation 



161 
 

index does not correlate with the sperm or embryo aneuploidy rate in recurrent 

miscarriage or implantation failure patients. Hum Reprod, 27 (7): 1922-1929. 

 

Brosens, J. J., Pijnenborg, R. & Brosens, I. A. (2002) The myometrial junctional zone spiral 

arteries in normal and abnormal pregnancies: a review of the literature. Am J Obstet 

Gynecol, 187 (5): 1416-1423. 

 

Brosens, J. J., Salker, M. S., Teklenburg, G., Nautiyal, J., Salter, S., Lucas, E. S., Steel, J. H., 

Christian, M., Chan, Y. W., Boomsma, C. M., Moore, J. D., Hartshorne, G. M., Sućurović, S., 

Mulac-Jericevic, B., Heijnen, C. J., Quenby, S., Koerkamp, M. J., Holstege, F. C., Shmygol, A. 

& Macklon, N. S. (2014) Uterine selection of human embryos at implantation. Sci Rep, 4 

3894. 

 

Burton, G. J., Jauniaux, E. & Watson, A. L. (1999) Maternal arterial connections to the 

placental intervillous space during the first trimester of human pregnancy: the Boyd 

collection revisited. Am J Obstet Gynecol, 181 (3): 718-724. 

 

Burton, G. J., Watson, A. L., Hempstock, J., Skepper, J. N. & Jauniaux, E. (2002) Uterine 

glands provide histiotrophic nutrition for the human fetus during the first trimester of 

pregnancy. J Clin Endocrinol Metab, 87 (6): 2954-2959. 

 

Buttram, V. C. & Reiter, R. C. (1981) Uterine leiomyomata: etiology, symptomatology, and 

management. Fertil Steril, 36 (4): 433-445. 

 

Caliskan, E., Ozkan, S., Cakiroglu, Y., Sarisoy, H. T., Corakci, A. & Ozeren, S. (2010) 

Diagnostic accuracy of real-time 3D sonography in the diagnosis of congenital Mullerian 

anomalies in high-risk patients with respect to the phase of the menstrual cycle. J Clin 

Ultrasound, 38 (3): 123-127. 

 



162 
 

Calleja-Agius, J., Jauniaux, E. & Muttukrishna, S. (2012) Inflammatory cytokines in maternal 

circulation and placenta of chromosomally abnormal first trimester miscarriages. Clin Dev 

Immunol, 2012 175041. 

 

Carson, D. D., Bagchi, I., Dey, S. K., Enders, A. C., Fazleabas, A. T., Lessey, B. A. & Yoshinaga, 

K. (2000) Embryo implantation. Dev Biol, 223 (2): 217-237. 

 

Cavalcante, M. B., Costa, F. a. S., Araujo Júnior, E. & Barini, R. (2015) Risk factors 

associated with a new pregnancy loss and perinatal outcomes in cases of recurrent 

miscarriage treated with lymphocyte immunotherapy. J Matern Fetal Neonatal Med, 28 

(9): 1082-1086. 

 

Cha, J., Sun, X. & Dey, S. K. (2012) Mechanisms of implantation: strategies for successful 

pregnancy. Nat Med, 18 (12): 1754-1767. 

 

Chan, Y. Y., Jayaprakasan, K., Tan, A., Thornton, J. G., Coomarasamy, A. & Raine-Fenning, 

N. J. (2011a) Reproductive outcomes in women with congenital uterine anomalies: a 

systematic review. Ultrasound Obstet Gynecol, 38 (4): 371-382. 

 

Chan, Y. Y., Jayaprakasan, K., Zamora, J., Thornton, J. G., Raine-Fenning, N. & 

Coomarasamy, A. (2011b) The prevalence of congenital uterine anomalies in unselected 

and high-risk populations: a systematic review. Hum Reprod Update, 17 (6): 761-771. 

 

Chao, K. H., Yang, Y. S., Ho, H. N., Chen, S. U., Chen, H. F., Dai, H. J., Huang, S. C. & Gill, T. J. 

(1995) Decidual natural killer cytotoxicity decreased in normal pregnancy but not in 

anembryonic pregnancy and recurrent spontaneous abortion. Am J Reprod Immunol, 34 

(5): 274-280. 

 

Chen, J. I., Hannan, N. J., Mak, Y., Nicholls, P. K., Zhang, J., Rainczuk, A., Stanton, P. G., 

Robertson, D. M., Salamonsen, L. A. & Stephens, A. N. (2009) Proteomic characterization 



163 
 

of midproliferative and midsecretory human endometrium. J Proteome Res, 8 (4): 2032-

2044. 

 

Chen, Q., Zhang, Y., Elad, D., Jaffa, A. J., Cao, Y., Ye, X. & Duan, E. (2013) Navigating the site 

for embryo implantation: biomechanical and molecular regulation of intrauterine embryo 

distribution. Mol Aspects Med, 34 (5): 1024-1042. 

 

Chen, X., Mariee, N., Jiang, L., Liu, Y., Wang, C. C., Li, T. C. & Laird, S. (2017) Measurement 

of uterine natural killer cell percentage in the periimplantation endometrium from fertile 

women and women with recurrent reproductive failure: establishment of a reference 

range. Am J Obstet Gynecol, 217 (6): 680.e681-680.e686. 

 

Choi, Y. K. & Kwak-Kim, J. (2008) Cytokine gene polymorphisms in recurrent spontaneous 

abortions: a comprehensive review. Am J Reprod Immunol, 60 (2): 91-110. 

 

Christiansen, O. B. (1996) A fresh look at the causes and treatments of recurrent 

miscarriage, especially its immunological aspects. Hum Reprod Update, 2 (4): 271-293. 

 

Christiansen, O. B., Mathiesen, O., Husth, M., Lauritsen, J. G. & Grunnet, N. (1994) Placebo-

controlled trial of active immunization with third party leukocytes in recurrent miscarriage. 

Acta Obstet Gynecol Scand, 73 (3): 261-268. 

 

Chuong, E. B., Rumi, M. A., Soares, M. J. & Baker, J. C. (2013) Endogenous retroviruses 

function as species-specific enhancer elements in the placenta. Nat Genet, 45 (3): 325-329. 

 

Cicinelli, E., Matteo, M., Tinelli, R., Pinto, V., Marinaccio, M., Indraccolo, U., De Ziegler, D. 

& Resta, L. (2014) Chronic endometritis due to common bacteria is prevalent in women 

with recurrent miscarriage as confirmed by improved pregnancy outcome after antibiotic 

treatment. Reprod Sci, 21 (5): 640-647. 

 



164 
 

Clifford, K., Flanagan, A. M. & Regan, L. (1999) Endometrial CD56+ natural killer cells in 

women with recurrent miscarriage: a histomorphometric study. Hum Reprod, 14 (11): 

2727-2730. 

 

Coomarasamy, A., Williams, H., Truchanowicz, E., Seed, P. T., Small, R., Quenby, S., Gupta, 

P., Dawood, F., Koot, Y. E., Bender Atik, R., Bloemenkamp, K. W., Brady, R., Briley, A. L., 

Cavallaro, R., Cheong, Y. C., Chu, J. J., Eapen, A., Ewies, A., Hoek, A., Kaaijk, E. M., Koks, C. 

A., Li, T. C., MacLean, M., Mol, B. W., Moore, J., Ross, J. A., Sharpe, L., Stewart, J., 

Vaithilingam, N., Farquharson, R. G., Kilby, M. D., Khalaf, Y., Goddijn, M., Regan, L. & Rai, R. 

(2015) A Randomized Trial of Progesterone in Women with Recurrent Miscarriages. N Engl 

J Med, 373 (22): 2141-2148. 

 

Correale, J., Arias, M. & Gilmore, W. (1998) Steroid hormone regulation of cytokine 

secretion by proteolipid protein-specific CD4+ T cell clones isolated from multiple sclerosis 

patients and normal control subjects. J Immunol, 161 (7): 3365-3374. 

 

Coughlan, C., Clarke, H., Cutting, R., Saxton, J., Waite, S., Ledger, W., Li, T. & Pacey, A. A. 

(2015) Sperm DNA fragmentation, recurrent implantation failure and recurrent 

miscarriage. Asian J Androl, 17 (4): 681-685. 

 

Coughlan, C., Ledger, W., Wang, Q., Liu, F., Demirol, A., Gurgan, T., Cutting, R., Ong, K., 

Sallam, H. & Li, T. C. (2014) Recurrent implantation failure: definition and management. 

Reprod Biomed Online, 28 (1): 14-38. 

 

Coutifaris, C., Myers, E. R., Guzick, D. S., Diamond, M. P., Carson, S. A., Legro, R. S., 

McGovern, P. G., Schlaff, W. D., Carr, B. R., Steinkampf, M. P., Silva, S., Vogel, D. L., 

Leppert, P. C. & Network, N. N. C. R. M. (2004) Histological dating of timed endometrial 

biopsy tissue is not related to fertility status. Fertil Steril, 82 (5): 1264-1272. 

 

Craig, L. B., Ke, R. W. & Kutteh, W. H. (2002a) Increased prevalence of insulin resistance in 

women with a history of recurrent pregnancy loss. Fertil Steril, 78 (3): 487-490. 



165 
 

 

Craig, M., Tata, P. & Regan, L. (2002b) Psychiatric morbidity among patients with recurrent 

miscarriage. J Psychosom Obstet Gynaecol, 23 (3): 157-164. 

 

Crespi, B. & Semeniuk, C. (2004) Parent-offspring conflict in the evolution of vertebrate 

reproductive mode. Am Nat, 163 (5): 635-653. 

 

Cutolo, M. & Wilder, R. L. (2000) Different roles for androgens and estrogens in the 

susceptibility to autoimmune rheumatic diseases. Rheum Dis Clin North Am, 26 (4): 825-

839. 

 

Dan, S., Wei, W., Yichao, S., Hongbo, C., Shenmin, Y., Jiaxiong, W. & Hong, L. (2015) Effect 

of Prednisolone Administration on Patients with Unexplained Recurrent Miscarriage and in 

Routine Intracytoplasmic Sperm Injection: A Meta-Analysis. Am J Reprod Immunol, 74 (1): 

89-97. 

 

Dang, Y. & Heyborne, K. D. (2001) Cutting edge: regulation of uterine NKT cells by a fetal 

class I molecule other than CD1. J Immunol, 166 (6): 3641-3644. 

 

Dawood, A., Al-Talib, A. & Tulandi, T. (2010) Predisposing factors and treatment outcome 

of different stages of intrauterine adhesions. J Obstet Gynaecol Can, 32 (8): 767-770. 

 

de Jong, P. G., Kaandorp, S., Di Nisio, M., Goddijn, M. & Middeldorp, S. (2014) Aspirin 

and/or heparin for women with unexplained recurrent miscarriage with or without 

inherited thrombophilia. Cochrane Database Syst Rev, (7): CD004734. 

 

Demirol, A. & Gurgan, T. (2004) Effect of treatment of intrauterine pathologies with office 

hysteroscopy in patients with recurrent IVF failure. Reprod Biomed Online, 8 (5): 590-594. 

 



166 
 

Dey, S. K., Lim, H., Das, S. K., Reese, J., Paria, B. C., Daikoku, T. & Wang, H. (2004) 

Molecular cues to implantation. Endocr Rev, 25 (3): 341-373. 

 

Drury, J. A., Nik, H., van Oppenraaij, R. H., Tang, A. W., Turner, M. A. & Quenby, S. (2011) 

Endometrial cell counts in recurrent miscarriage: a comparison of counting methods. 

Histopathology, 59 (6): 1156-1162. 

 

Drury, J. A., Tang, A. W., Turner, M. A. & Quenby, S. (2013) A rapid, reliable method for 

uNK cell density estimation. J Reprod Immunol, 97 (2): 183-185. 

 

Du, H., Naqvi, H. & Taylor, H. S. (2012) Ischemia/reperfusion injury promotes and 

granulocyte-colony stimulating factor inhibits migration of bone marrow-derived stem 

cells to endometrium. Stem Cells Dev, 21 (18): 3324-3331. 

 

Du, H. & Taylor, H. S. (2010) Stem cells and reproduction. Curr Opin Obstet Gynecol, 22 (3): 

235-241. 

 

Du Plessis, S. S., Cabler, S., McAlister, D. A., Sabanegh, E. & Agarwal, A. (2010) The effect of 

obesity on sperm disorders and male infertility. Nat Rev Urol, 7 (3): 153-161. 

 

Egerup, P., Lindschou, J., Gluud, C., Christiansen, O. B. & Group, I. I. S. (2015) The Effects of 

Intravenous Immunoglobulins in Women with Recurrent Miscarriages: A Systematic 

Review of Randomised Trials with Meta-Analyses and Trial Sequential Analyses Including 

Individual Patient Data. PLoS One, 10 (10): e0141588. 

 

El-Toukhy, T., Sunkara, S. & Khalaf, Y. (2012) Local endometrial injury and IVF outcome: a 

systematic review and meta-analysis. Reprod Biomed Online, 25 (4): 345-354. 

 



167 
 

Emera, D., Romero, R. & Wagner, G. (2012) The evolution of menstruation: a new model 

for genetic assimilation: explaining molecular origins of maternal responses to fetal 

invasiveness. Bioessays, 34 (1): 26-35. 

 

Emmer, P. M., Nelen, W. L., Steegers, E. A., Hendriks, J. C., Veerhoek, M. & Joosten, I. 

(2000) Peripheral natural killer cytotoxicity and CD56(pos)CD16(pos) cells increase during 

early pregnancy in women with a history of recurrent spontaneous abortion. Hum Reprod, 

15 (5): 1163-1169. 

 

Emmer, P. M., Veerhoek, M., Nelen, W. L., Steegers, E. A. & Joosten, I. (1999) Natural killer 

cell reactivity and HLA-G in recurrent spontaneous abortion. Transplant Proc, 31 (4): 1838-

1840. 

 

Empson, M., Lassere, M., Craig, J. & Scott, J. (2005) Prevention of recurrent miscarriage for 

women with antiphospholipid antibody or lupus anticoagulant. Cochrane Database Syst 

Rev, (2): CD002859. 

 

Evers, J. L. (2016) A nod is as good as a wink to a blind horse: round 2. Hum Reprod, 31 (6): 

1133-1134. 

 

Fanchin, R. (2001) Assessing uterine receptivity in 2001: ultrasonographic glances at the 

new millennium. Ann N Y Acad Sci, 943 185-202. 

 

Farhi, J., Ashkenazi, J., Feldberg, D., Dicker, D., Orvieto, R. & Ben Rafael, Z. (1995) Effect of 

uterine leiomyomata on the results of in-vitro fertilization treatment. Hum Reprod, 10 

(10): 2576-2578. 

 

Fazleabas, A. T. & Kim, J. J. (2003) Development. What makes an embryo stick? Science, 

299 (5605): 355-356. 

 



168 
 

Fedele, L., Motta, F., Frontino, G., Restelli, E. & Bianchi, S. (2013) Double uterus with 

obstructed hemivagina and ipsilateral renal agenesis: pelvic anatomic variants in 87 cases. 

Hum Reprod, 28 (6): 1580-1583. 

 

Fedorcsák, P., Storeng, R., Dale, P. O., Tanbo, T. & Abyholm, T. (2000) Obesity is a risk 

factor for early pregnancy loss after IVF or ICSI. Acta Obstet Gynecol Scand, 79 (1): 43-48. 

 

Flynn, H., Yan, J., Saravelos, S. H. & Li, T. C. (2014) Comparison of reproductive outcome, 

including the pattern of loss, between couples with chromosomal abnormalities and those 

with unexplained repeated miscarriages. J Obstet Gynaecol Res, 40 (1): 109-116. 

 

Flynn, L., Byrne, B., Carton, J., Kelehan, P., O'Herlihy, C. & O'Farrelly, C. (2000) Menstrual 

cycle dependent fluctuations in NK and T-lymphocyte subsets from non-pregnant human 

endometrium. Am J Reprod Immunol, 43 (4): 209-217. 

 

Franssen, M. T., Korevaar, J. C., Leschot, N. J., Bossuyt, P. M., Knegt, A. C., Gerssen-Schoorl, 

K. B., Wouters, C. H., Hansson, K. B., Hochstenbach, R., Madan, K., van der Veen, F. & 

Goddijn, M. (2005) Selective chromosome analysis in couples with two or more 

miscarriages: case-control study. BMJ, 331 (7509): 137-141. 

 

Franssen, M. T., Korevaar, J. C., van der Veen, F., Leschot, N. J., Bossuyt, P. M. & Goddijn, 

M. (2006) Reproductive outcome after chromosome analysis in couples with two or more 

miscarriages: index [corrected]-control study. BMJ, 332 (7544): 759-763. 

 

Freeman, G. J., Long, A. J., Iwai, Y., Bourque, K., Chernova, T., Nishimura, H., Fitz, L. J., 

Malenkovich, N., Okazaki, T., Byrne, M. C., Horton, H. F., Fouser, L., Carter, L., Ling, V., 

Bowman, M. R., Carreno, B. M., Collins, M., Wood, C. R. & Honjo, T. (2000) Engagement of 

the PD-1 immunoinhibitory receptor by a novel B7 family member leads to negative 

regulation of lymphocyte activation. J Exp Med, 192 (7): 1027-1034. 

 



169 
 

Freeman, J. L., Perry, G. H., Feuk, L., Redon, R., McCarroll, S. A., Altshuler, D. M., Aburatani, 

H., Jones, K. W., Tyler-Smith, C., Hurles, M. E., Carter, N. P., Scherer, S. W. & Lee, C. (2006) 

Copy number variation: new insights in genome diversity. Genome Res, 16 (8): 949-961. 

 

Ganong, W. (2003) Review of Medical Physiology.  

 

Gargett, C. E., Nguyen, H. P. & Ye, L. (2012) Endometrial regeneration and endometrial 

stem/progenitor cells. Rev Endocr Metab Disord, 13 (4): 235-251. 

 

Gargett, C. E. & Ye, L. (2012) Endometrial reconstruction from stem cells. Fertil Steril, 98 

(1): 11-20. 

 

Garrido-Gómez, T., Ruiz-Alonso, M., Blesa, D., Diaz-Gimeno, P., Vilella, F. & Simón, C. 

(2013) Profiling the gene signature of endometrial receptivity: clinical results. Fertil Steril, 

99 (4): 1078-1085. 

 

Gellersen, B., Brosens, I. A. & Brosens, J. J. (2007) Decidualization of the human 

endometrium: mechanisms, functions, and clinical perspectives. Semin Reprod Med, 25 

(6): 445-453. 

 

Gellersen, B. & Brosens, J. J. (2014) Cyclic decidualization of the human endometrium in 

reproductive health and failure. Endocr Rev, 35 (6): 851-905. 

 

Gellersen, B., Wolf, A., Kruse, M., Schwenke, M. & Bamberger, A. M. (2013) Human 

endometrial stromal cell-trophoblast interactions: mutual stimulation of chemotactic 

migration and promigratory roles of cell surface molecules CD82 and CEACAM1. Biol 

Reprod, 88 (3): 80. 

 



170 
 

Genbacev, O. D., Prakobphol, A., Foulk, R. A., Krtolica, A. R., Ilic, D., Singer, M. S., Yang, Z. 

Q., Kiessling, L. L., Rosen, S. D. & Fisher, S. J. (2003) Trophoblast L-selectin-mediated 

adhesion at the maternal-fetal interface. Science, 299 (5605): 405-408. 

 

Gerdes, J., Schwab, U., Lemke, H. & Stein, H. (1983) Production of a mouse monoclonal 

antibody reactive with a human nuclear antigen associated with cell proliferation. Int J 

Cancer, 31 (1): 13-20. 

 

Ghi, T., Casadio, P., Kuleva, M., Perrone, A. M., Savelli, L., Giunchi, S., Meriggiola, M. C., 

Gubbini, G., Pilu, G., Pelusi, C. & Pelusi, G. (2009) Accuracy of three-dimensional 

ultrasound in diagnosis and classification of congenital uterine anomalies. Fertil Steril, 92 

(2): 808-813. 

 

Gnainsky, Y., Granot, I., Aldo, P. B., Barash, A., Or, Y., Schechtman, E., Mor, G. & Dekel, N. 

(2010) Local injury of the endometrium induces an inflammatory response that promotes 

successful implantation. Fertil Steril, 94 (6): 2030-2036. 

 

Godfrey, D. I., Hammond, K. J., Poulton, L. D., Smyth, M. J. & Baxter, A. G. (2000) NKT cells: 

facts, functions and fallacies. Immunol Today, 21 (11): 573-583. 

 

Gold, E. B. & Tomich, E. (1994) Occupational hazards to fertility and pregnancy outcome. 

Occup Med, 9 (3): 435-469. 

 

Gomaa, M. F., Elkholy, A. G., El-Said, M. M. & Abdel-Salam, N. E. (2014) Combined oral 

prednisolone and heparin versus heparin: the effect on peripheral NK cells and clinical 

outcome in patients with unexplained recurrent miscarriage. A double-blind placebo 

randomized controlled trial. Arch Gynecol Obstet, 290 (4): 757-762. 

 

Grewal, S., Carver, J., Ridley, A. J. & Mardon, H. J. (2010) Human endometrial stromal cell 

rho GTPases have opposing roles in regulating focal adhesion turnover and embryo 

invasion in vitro. Biol Reprod, 83 (1): 75-82. 



171 
 

 

Grewal, S., Carver, J. G., Ridley, A. J. & Mardon, H. J. (2008) Implantation of the human 

embryo requires Rac1-dependent endometrial stromal cell migration. Proc Natl Acad Sci U 

S A, 105 (42): 16189-16194. 

 

Griffin, H., Soneji, Y., Van Baars, R., Arora, R., Jenkins, D., van de Sandt, M., Wu, Z., Quint, 

W., Jach, R., Okon, K., Huras, H., Singer, A. & Doorbar, J. (2015) Stratification of HPV-

induced cervical pathology using the virally encoded molecular marker E4 in combination 

with p16 or MCM. Mod Pathol, 28 (7): 977-993. 

 

Gutarra-Vilchez, R. B., Bonfill Cosp, X., Glujovsky, D., Viteri-García, A., Runzer-Colmenares, 

F. M. & Martinez-Zapata, M. J. (2018) Vasodilators for women undergoing fertility 

treatment. Cochrane Database Syst Rev, 10 CD010001. 

 

Haas, D. M., Hathaway, T. J. & Ramsey, P. S. (2018) Progestogen for preventing miscarriage 

in women with recurrent miscarriage of unclear etiology. Cochrane Database Syst Rev, 10 

CD003511. 

 

Hallast, P., Nagirnaja, L., Margus, T. & Laan, M. (2005) Segmental duplications and gene 

conversion: Human luteinizing hormone/chorionic gonadotropin beta gene cluster. 

Genome Res, 15 (11): 1535-1546. 

 

Hamatani, T., Daikoku, T., Wang, H., Matsumoto, H., Carter, M. G., Ko, M. S. & Dey, S. K. 

(2004) Global gene expression analysis identifies molecular pathways distinguishing 

blastocyst dormancy and activation. Proc Natl Acad Sci U S A, 101 (28): 10326-10331. 

 

Hanna, J., Goldman-Wohl, D., Hamani, Y., Avraham, I., Greenfield, C., Natanson-Yaron, S., 

Prus, D., Cohen-Daniel, L., Arnon, T. I., Manaster, I., Gazit, R., Yutkin, V., Benharroch, D., 

Porgador, A., Keshet, E., Yagel, S. & Mandelboim, O. (2006) Decidual NK cells regulate key 

developmental processes at the human fetal-maternal interface. Nat Med, 12 (9): 1065-

1074. 



172 
 

 

Harger, J. H., Archer, D. F., Marchese, S. G., Muracca-Clemens, M. & Garver, K. L. (1983) 

Etiology of recurrent pregnancy losses and outcome of subsequent pregnancies. Obstet 

Gynecol, 62 (5): 574-581. 

 

Harper, J. C., Coonen, E., Handyside, A. H., Winston, R. M., Hopman, A. H. & Delhanty, J. D. 

(1995) Mosaicism of autosomes and sex chromosomes in morphologically normal, 

monospermic preimplantation human embryos. Prenat Diagn, 15 (1): 41-49. 

 

Hempstock, J., Jauniaux, E., Greenwold, N. & Burton, G. J. (2003) The contribution of 

placental oxidative stress to early pregnancy failure. Hum Pathol, 34 (12): 1265-1275. 

 

Holt, W. V. & Van Look, K. J. (2004) Concepts in sperm heterogeneity, sperm selection and 

sperm competition as biological foundations for laboratory tests of semen quality. 

Reproduction, 127 (5): 527-535. 

 

Hooker, A. B., Lemmers, M., Thurkow, A. L., Heymans, M. W., Opmeer, B. C., Brölmann, H. 

A., Mol, B. W. & Huirne, J. A. (2014) Systematic review and meta-analysis of intrauterine 

adhesions after miscarriage: prevalence, risk factors and long-term reproductive outcome. 

Hum Reprod Update, 20 (2): 262-278. 

 

Horne, F. M. & Blithe, D. L. (2007) Progesterone receptor modulators and the 

endometrium: changes and consequences. Hum Reprod Update, 13 (6): 567-580. 

 

Houshdaran, S., Zelenko, Z., Irwin, J. C. & Giudice, L. C. (2014) Human endometrial DNA 

methylome is cycle-dependent and is associated with gene expression regulation. Mol 

Endocrinol, 28 (7): 1118-1135. 

 

Hsu, P. C., Chang, H. Y., Guo, Y. L., Liu, Y. C. & Shih, T. S. (2009) Effect of smoking on blood 

lead levels in workers and role of reactive oxygen species in lead-induced sperm chromatin 

DNA damage. Fertil Steril, 91 (4): 1096-1103. 



173 
 

 

Huang, J., Qin, H., Yang, Y., Chen, X., Zhang, J., Laird, S., Wang, C. C., Chan, T. F. & Li, T. C. 

(2017) A comparison of transcriptomic profiles in endometrium during window of 

implantation between women with unexplained recurrent implantation failure and 

recurrent miscarriage. Reproduction, 153 (6): 749-758. 

 

Hutton, B., Sharma, R., Fergusson, D., Tinmouth, A., Hebert, P., Jamieson, J. & Walker, M. 

(2007) Use of intravenous immunoglobulin for treatment of recurrent miscarriage: a 

systematic review. BJOG, 114 (2): 134-142. 

 

Hyde, K. J. & Schust, D. J. (2016) Immunologic challenges of human reproduction: an 

evolving story. Fertil Steril, 106 (3): 499-510. 

 

Jauniaux, E., Watson, A. L., Hempstock, J., Bao, Y. P., Skepper, J. N. & Burton, G. J. (2000) 

Onset of maternal arterial blood flow and placental oxidative stress. A possible factor in 

human early pregnancy failure. Am J Pathol, 157 (6): 2111-2122. 

 

Jayaprakasan, K., Polanski, L., Sahu, B., Thornton, J. G. & Raine-Fenning, N. (2014) Surgical 

intervention versus expectant management for endometrial polyps in subfertile women. 

Cochrane Database Syst Rev, (8): CD009592. 

 

Jensen, T. K., Gottschau, M., Madsen, J. O., Andersson, A. M., Lassen, T. H., Skakkebæk, N. 

E., Swan, S. H., Priskorn, L., Juul, A. & Jørgensen, N. (2014) Habitual alcohol consumption 

associated with reduced semen quality and changes in reproductive hormones; a cross-

sectional study among 1221 young Danish men. BMJ Open, 4 (9): e005462. 

 

Johnson, P. M., Christmas, S. E. & Vince, G. S. (1999) Immunological aspects of 

implantation and implantation failure. Hum Reprod, 14 Suppl 2 26-36. 

 

Kaandorp, S. P., Goddijn, M., van der Post, J. A., Hutten, B. A., Verhoeve, H. R., Hamulyák, 

K., Mol, B. W., Folkeringa, N., Nahuis, M., Papatsonis, D. N., Büller, H. R., van der Veen, F. & 



174 
 

Middeldorp, S. (2010) Aspirin plus heparin or aspirin alone in women with recurrent 

miscarriage. N Engl J Med, 362 (17): 1586-1596. 

 

Katano, K., Suzuki, S., Ozaki, Y., Suzumori, N., Kitaori, T. & Sugiura-Ogasawara, M. (2013) 

Peripheral natural killer cell activity as a predictor of recurrent pregnancy loss: a large 

cohort study. Fertil Steril, 100 (6): 1629-1634. 

 

King, A., Balendran, N., Wooding, P., Carter, N. P. & Loke, Y. W. (1991) CD3- leukocytes 

present in the human uterus during early placentation: phenotypic and morphologic 

characterization of the CD56++ population. Dev Immunol, 1 (3): 169-190. 

 

King, K., Smith, S., Chapman, M. & Sacks, G. (2010) Detailed analysis of peripheral blood 

natural killer (NK) cells in women with recurrent miscarriage. Hum Reprod, 25 (1): 52-58. 

 

Kitaya, K. (2011) Prevalence of chronic endometritis in recurrent miscarriages. Fertil Steril, 

95 (3): 1156-1158. 

 

Kolte, A. M., Olsen, L. R., Mikkelsen, E. M., Christiansen, O. B. & Nielsen, H. S. (2015) 

Depression and emotional stress is highly prevalent among women with recurrent 

pregnancy loss. Hum Reprod, 30 (4): 777-782. 

 

Koot, Y. E., Teklenburg, G., Salker, M. S., Brosens, J. J. & Macklon, N. S. (2012) Molecular 

aspects of implantation failure. Biochim Biophys Acta, 1822 (12): 1943-1950. 

 

Koot, Y. E., van Hooff, S. R., Boomsma, C. M., van Leenen, D., Groot Koerkamp, M. J., 

Goddijn, M., Eijkemans, M. J., Fauser, B. C., Holstege, F. C. & Macklon, N. S. (2016) An 

endometrial gene expression signature accurately predicts recurrent implantation failure 

after IVF. Sci Rep, 6 19411. 

 



175 
 

Kopcow, H. D., Allan, D. S., Chen, X., Rybalov, B., Andzelm, M. M., Ge, B. & Strominger, J. L. 

(2005) Human decidual NK cells form immature activating synapses and are not cytotoxic. 

Proc Natl Acad Sci U S A, 102 (43): 15563-15568. 

 

Kowalik, C. R., Goddijn, M., Emanuel, M. H., Bongers, M. Y., Spinder, T., de Kruif, J. H., Mol, 

B. W. & Heineman, M. J. (2011) Metroplasty versus expectant management for women 

with recurrent miscarriage and a septate uterus. Cochrane Database Syst Rev, (6): 

CD008576. 

 

Kudesia, R., Li, M., Smith, J., Patel, A. & Williams, Z. (2014) Rescue karyotyping: a case 

series of array-based comparative genomic hybridization evaluation of archival conceptual 

tissue. Reprod Biol Endocrinol, 12 19. 

 

Kumar, A., Begum, N., Prasad, S., Aggarwal, S. & Sharma, S. (2014) Oral dydrogesterone 

treatment during early pregnancy to prevent recurrent pregnancy loss and its role in 

modulation of cytokine production: a double-blind, randomized, parallel, placebo-

controlled trial. Fertil Steril, 102 (5): 1357-1363.e1353. 

 

Kunicki, M., Łukaszuk, K., Liss, J., Skowrońska, P. & Szczyptańska, J. (2017) Granulocyte 

colony stimulating factor treatment of resistant thin endometrium in women with frozen-

thawed blastocyst transfer. Syst Biol Reprod Med, 63 (1): 49-57. 

 

Kuroda, K., Venkatakrishnan, R., James, S., Sucurovic, S., Mulac-Jericevic, B., Lucas, E. S., 

Takeda, S., Shmygol, A., Brosens, J. J. & Quenby, S. (2013) Elevated periimplantation 

uterine natural killer cell density in human endometrium is associated with impaired 

corticosteroid signaling in decidualizing stromal cells. J Clin Endocrinol Metab, 98 (11): 

4429-4437. 

 

Kutteh, W. H. (2014) Immunology and reproduction. In  Yen and Jaffe's Reproductive 

Endocrinology.  

 



176 
 

Kwak, J. Y., Beaman, K. D., Gilman-Sachs, A., Ruiz, J. E., Schewitz, D. & Beer, A. E. (1995) 

Up-regulated expression of CD56+, CD56+/CD16+, and CD19+ cells in peripheral blood 

lymphocytes in pregnant women with recurrent pregnancy losses. Am J Reprod Immunol, 

34 (2): 93-99. 

 

Lash, G. E., Bulmer, J. N., Li, T. C., Innes, B. A., Mariee, N., Patel, G., Sanderson, J., Quenby, 

S. & Laird, S. M. (2016) Standardisation of uterine natural killer (uNK) cell measurements in 

the endometrium of women with recurrent reproductive failure. J Reprod Immunol, 116 

50-59. 

 

Lashen, H., Fear, K. & Sturdee, D. W. (2004) Obesity is associated with increased risk of 

first trimester and recurrent miscarriage: matched case-control study. Hum Reprod, 19 (7): 

1644-1646. 

 

Laskin, C. A., Bombardier, C., Hannah, M. E., Mandel, F. P., Ritchie, J. W., Farewell, V., 

Farine, D., Spitzer, K., Fielding, L., Soloninka, C. A. & Yeung, M. (1997) Prednisone and 

aspirin in women with autoantibodies and unexplained recurrent fetal loss. N Engl J Med, 

337 (3): 148-153. 

 

Laskin, C. A., Spitzer, K. A., Clark, C. A., Crowther, M. R., Ginsberg, J. S., Hawker, G. A., 

Kingdom, J. C., Barrett, J. & Gent, M. (2009) Low molecular weight heparin and aspirin for 

recurrent pregnancy loss: results from the randomized, controlled HepASA Trial. J 

Rheumatol, 36 (2): 279-287. 

 

Lee, J. Y., Lee, M. & Lee, S. K. (2011) Role of endometrial immune cells in implantation. Clin 

Exp Reprod Med, 38 (3): 119-125. 

 

Lee, S. K., Na, B. J., Kim, J. Y., Hur, S. E., Lee, M., Gilman-Sachs, A. & Kwak-Kim, J. (2013) 

Determination of clinical cellular immune markers in women with recurrent pregnancy 

loss. Am J Reprod Immunol, 70 (5): 398-411. 

 



177 
 

Leitao, B., Jones, M. C., Fusi, L., Higham, J., Lee, Y., Takano, M., Goto, T., Christian, M., Lam, 

E. W. & Brosens, J. J. (2010) Silencing of the JNK pathway maintains progesterone receptor 

activity in decidualizing human endometrial stromal cells exposed to oxidative stress 

signals. FASEB J, 24 (5): 1541-1551. 

 

Leitao, B. B., Jones, M. C. & Brosens, J. J. (2011) The SUMO E3-ligase PIAS1 couples 

reactive oxygen species-dependent JNK activation to oxidative cell death. FASEB J, 25 (10): 

3416-3425. 

 

Lessey, B. A. (2003) Two pathways of progesterone action in the human endometrium: 

implications for implantation and contraception. Steroids, 68 (10-13): 809-815. 

 

Lessey, B. A., Castelbaum, A. J., Wolf, L., Greene, W., Paulson, M., Meyer, W. R. & Fritz, M. 

A. (2000) Use of integrins to date the endometrium. Fertil Steril, 73 (4): 779-787. 

 

Leung, L. W. & Davies, G. A. (2015) Smoking Cessation Strategies in Pregnancy. J Obstet 

Gynaecol Can, 37 (9): 791-797. 

 

Li, W., Newell-Price, J., Jones, G. L., Ledger, W. L. & Li, T. C. (2012) Relationship between 

psychological stress and recurrent miscarriage. Reprod Biomed Online, 25 (2): 180-189. 

 

Liang, P., Mo, M., Li, G. G., Yin, B., Cai, J., Wu, T., He, X., Zhang, X. & Zeng, Y. (2012) 

Comprehensive analysis of peripheral blood lymphocytes in 76 women with recurrent 

miscarriage before and after lymphocyte immunotherapy. Am J Reprod Immunol, 68 (2): 

164-174. 

 

Liddell, H. S., Sowden, K. & Farquhar, C. M. (1997) Recurrent miscarriage: screening for 

polycystic ovaries and subsequent pregnancy outcome. Aust N Z J Obstet Gynaecol, 37 (4): 

402-406. 

 



178 
 

Lindenberg, S. (1991) Experimental studies on the initial trophoblast endometrial 

interaction. Dan Med Bull, 38 (5): 371-380. 

 

Liu, B., Mariee, N., Laird, S., Smith, J., Li, J. & Li, T. C. (2014) The prognostic value of uNK 

cell count and histological dating in the mid-luteal phase of women with reproductive 

failure. Eur J Obstet Gynecol Reprod Biol, 181 171-175. 

 

Liu, K. E., Hartman, M., Hartman, A., Luo, Z. C. & Mahutte, N. (2018) The impact of a thin 

endometrial lining on fresh and frozen-thaw IVF outcomes: an analysis of over 40 000 

embryo transfers. Hum Reprod,  

 

Lo, W., Rai, R., Hameed, A., Brailsford, S. R., Al-Ghamdi, A. A. & Regan, L. (2012) The effect 

of body mass index on the outcome of pregnancy in women with recurrent miscarriage. J 

Family Community Med, 19 (3): 167-171. 

 

Loke, Y. W. & King, A. (2000a) Decidual natural-killer-cell interaction with trophoblast: 

cytolysis or cytokine production? Biochem Soc Trans, 28 (2): 196-198. 

 

Loke, Y. W. & King, A. (2000b) Immunology of implantation. Baillieres Best Pract Res Clin 

Obstet Gynaecol, 14 (5): 827-837. 

 

Loke, Y. W. & King, A. (2000c) Immunological aspects of human implantation. J Reprod 

Fertil Suppl, 55 83-90. 

 

Lopes, F. L., Desmarais, J. A. & Murphy, B. D. (2004) Embryonic diapause and its regulation. 

Reproduction, 128 (6): 669-678. 

 

Lucas, E. S., Dyer, N. P., Murakami, K., Lee, Y. H., Chan, Y. W., Grimaldi, G., Muter, J., 

Brighton, P. J., Moore, J. D., Patel, G., Chan, J. K., Takeda, S., Lam, E. W., Quenby, S., Ott, S. 



179 
 

& Brosens, J. J. (2016) Loss of Endometrial Plasticity in Recurrent Pregnancy Loss. Stem 

Cells, 34 (2): 346-356. 

 

Lucas, E. S., Salker, M. S. & Brosens, J. J. (2013) Uterine plasticity and reproductive fitness. 

Reprod Biomed Online, 27 (5): 506-514. 

 

Lund, M., Kamper-Jorgensen, M., Nielsen, H. S., Lidegaard, O., Andersen, A. M. & 

Christiansen, O. B. (2012) Prognosis for live birth in women with recurrent miscarriage: 

what is the best measure of success? Obstet Gynecol, 119 (1): 37-43. 

 

Lédée, N., Petitbarat, M., Chevrier, L., Vitoux, D., Vezmar, K., Rahmati, M., Dubanchet, S., 

Gahéry, H., Bensussan, A. & Chaouat, G. (2016) The Uterine Immune Profile May Help 

Women With Repeated Unexplained Embryo Implantation Failure After In Vitro 

Fertilization. Am J Reprod Immunol, 75 (3): 388-401. 

 

Lédée, N., Prat-Ellenberg, L., Chevrier, L., Balet, R., Simon, C., Lenoble, C., Irani, E. E., 

Bouret, D., Cassuto, G., Vitoux, D., Vezmar, K., Bensussan, A., Chaouat, G. & Petitbarat, M. 

(2017) Uterine immune profiling for increasing live birth rate: A one-to-one matched 

cohort study. J Reprod Immunol, 119 23-30. 

 

Macklon, N. (2017) Recurrent implantation failure is a pathology with a specific 

transcriptomic signature. Fertil Steril, 108 (1): 9-14. 

 

Macklon, N. S. & Brosens, J. J. (2014) The human endometrium as a sensor of embryo 

quality. Biol Reprod, 91 (4): 98. 

 

Macklon, N. S., Geraedts, J. P. & Fauser, B. C. (2002) Conception to ongoing pregnancy: the 

'black box' of early pregnancy loss. Hum Reprod Update, 8 (4): 333-343. 

 



180 
 

Maconochie, N., Doyle, P., Prior, S. & Simmons, R. (2007) Risk factors for first trimester 

miscarriage--results from a UK-population-based case-control study. BJOG, 114 (2): 170-

186. 

 

Makrigiannakis, A., Petsas, G., Toth, B., Relakis, K. & Jeschke, U. (2011) Recent advances in 

understanding immunology of reproductive failure. J Reprod Immunol, 90 (1): 96-104. 

 

Manaster, I., Mizrahi, S., Goldman-Wohl, D., Sela, H. Y., Stern-Ginossar, N., Lankry, D., 

Gruda, R., Hurwitz, A., Bdolah, Y., Haimov-Kochman, R., Yagel, S. & Mandelboim, O. (2008) 

Endometrial NK cells are special immature cells that await pregnancy. J Immunol, 181 (3): 

1869-1876. 

 

Mao, G., Wang, J., Kang, Y., Tai, P., Wen, J., Zou, Q., Li, G., Ouyang, H., Xia, G. & Wang, B. 

(2010) Progesterone increases systemic and local uterine proportions of CD4+CD25+ Treg 

cells during midterm pregnancy in mice. Endocrinology, 151 (11): 5477-5488. 

 

Margalioth, E. J., Ben-Chetrit, A., Gal, M. & Eldar-Geva, T. (2006) Investigation and 

treatment of repeated implantation failure following IVF-ET. Hum Reprod, 21 (12): 3036-

3043. 

 

Martinelli, I., Taioli, E., Ragni, G., Levi-Setti, P., Passamonti, S. M., Battaglioli, T., Lodigiani, 

C. & Mannucci, P. M. (2003) Embryo implantation after assisted reproductive procedures 

and maternal thrombophilia. Haematologica, 88 (7): 789-793. 

 

Maryam, K., Bouzari, Z., Basirat, Z., Kashifard, M. & Zadeh, M. Z. (2012) The comparison of 

insulin resistance frequency in patients with recurrent early pregnancy loss to normal 

individuals. BMC Res Notes, 5 133. 

 

Mathur, N., Triplett, L. & Stephenson, M. D. (2014) Miscarriage chromosome testing: utility 

of comparative genomic hybridization with reflex microsatellite analysis in preserved 

miscarriage tissue. Fertil Steril, 101 (5): 1349-1352. 



181 
 

 

Matsukawa, Y., Asano, E., Tsuda, T., Kuma, H., Kitaori, T., Katano, K., Ozaki, Y. & Sugiura-

Ogasawara, M. (2017) Genotyping analysis of protein S-Tokushima (K196E) and the 

involvement of protein S antigen and activity in patients with recurrent pregnancy loss. Eur 

J Obstet Gynecol Reprod Biol, 211 90-97. 

 

McClellan, M., West, N. B. & Brenner, R. M. (1986) Immunocytochemical localization of 

estrogen receptors in the macaque endometrium during the luteal-follicular transition. 

Endocrinology, 119 (6): 2467-2475. 

 

McQueen, D. B., Bernardi, L. A. & Stephenson, M. D. (2014) Chronic endometritis in 

women with recurrent early pregnancy loss and/or fetal demise. Fertil Steril, 101 (4): 1026-

1030. 

 

McQueen, D. B., Perfetto, C. O., Hazard, F. K. & Lathi, R. B. (2015) Pregnancy outcomes in 

women with chronic endometritis and recurrent pregnancy loss. Fertil Steril, 104 (4): 927-

931. 

 

Medica, I., Ostojic, S., Pereza, N., Kastrin, A. & Peterlin, B. (2009) Association between 

genetic polymorphisms in cytokine genes and recurrent miscarriage--a meta-analysis. 

Reprod Biomed Online, 19 (3): 406-414. 

 

Melford, S. E., Taylor, A. H. & Konje, J. C. (2014) Of mice and (wo)men: factors influencing 

successful implantation including endocannabinoids. Hum Reprod Update, 20 (3): 415-428. 

 

Meng, L., Lin, J., Chen, L., Wang, Z., Liu, M., Liu, Y., Chen, X., Zhu, L., Chen, H. & Zhang, J. 

(2016) Effectiveness and potential mechanisms of intralipid in treating unexplained 

recurrent spontaneous abortion. Arch Gynecol Obstet, 294 (1): 29-39. 

 



182 
 

Metwally, M., Farquhar, C. M. & Li, T. C. (2011) Is another meta-analysis on the effects of 

intramural fibroids on reproductive outcomes needed? Reprod Biomed Online, 23 (1): 2-

14. 

 

Metwally, M., Ong, K. J., Ledger, W. L. & Li, T. C. (2008) Does high body mass index 

increase the risk of miscarriage after spontaneous and assisted conception? A meta-

analysis of the evidence. Fertil Steril, 90 (3): 714-726. 

 

Miller, D., Pavitt, S., Sharma, V., Forbes, G., Hooper, R., Bhattacharya, S., Kirkman-Brown, 

J., Coomarasamy, A., Lewis, S., Cutting, R., Brison, D., Pacey, A., West, R., Brian, K., Griffin, 

D. & Khalaf, Y. (2019) Physiological, hyaluronan-selected intracytoplasmic sperm injection 

for infertility treatment (HABSelect): a parallel, two-group, randomised trial. Lancet, 393 

(10170): 416-422. 

 

Miyakis, S., Lockshin, M. D., Atsumi, T., Branch, D. W., Brey, R. L., Cervera, R., Derksen, R. 

H., DE Groot, P. G., Koike, T., Meroni, P. L., Reber, G., Shoenfeld, Y., Tincani, A., 

Vlachoyiannopoulos, P. G. & Krilis, S. A. (2006) International consensus statement on an 

update of the classification criteria for definite antiphospholipid syndrome (APS). J Thromb 

Haemost, 4 (2): 295-306. 

 

Mjösberg, J., Berg, G., Ernerudh, J. & Ekerfelt, C. (2007) CD4+ CD25+ regulatory T cells in 

human pregnancy: development of a Treg-MLC-ELISPOT suppression assay and indications 

of paternal specific Tregs. Immunology, 120 (4): 456-466. 

 

Mor, G., Cardenas, I., Abrahams, V. & Guller, S. (2011) Inflammation and pregnancy: the 

role of the immune system at the implantation site. Ann N Y Acad Sci, 1221 80-87. 

 

Mueller-Eckhardt, G., Mallmann, P., Neppert, J., Lattermann, A., Melk, A., Heine, O., 

Pfeiffer, R., Zingsem, J., Domke, N. & Mohr-Pennert, A. (1994) Immunogenetic and 

serological investigations in nonpregnant and in pregnant women with a history of 



183 
 

recurrent spontaneous abortions. German RSA/IVIG Study Group. J Reprod Immunol, 27 

(2): 95-109. 

 

Munne, S., Magli, C., Adler, A., Wright, G., de Boer, K., Mortimer, D., Tucker, M., Cohen, J. 

& Gianaroli, L. (1997) Treatment-related chromosome abnormalities in human embryos. 

Hum Reprod, 12 (4): 780-784. 

 

Muzzio, D. O., Ziegler, K. B., Ehrhardt, J., Zygmunt, M. & Jensen, F. (2016) Marginal zone B 

cells emerge as a critical component of pregnancy well-being. Reproduction, 151 (1): 29-

37. 

 

Myers, E. R., Silva, S., Barnhart, K., Groben, P. A., Richardson, M. S., Robboy, S. J., Leppert, 

P., Coutifaris, C. & Network, N. N. C. R. M. (2004) Interobserver and intraobserver 

variability in the histological dating of the endometrium in fertile and infertile women. 

Fertil Steril, 82 (5): 1278-1282. 

 

Nagamatsu, T., Barrier, B. F. & Schust, D. J. (2011) The regulation of T-cell cytokine 

production by ICOS-B7H2 interactions at the human fetomaternal interface. Immunol Cell 

Biol, 89 (3): 417-425. 

 

Nagamatsu, T. & Schust, D. J. (2010) The immunomodulatory roles of macrophages at the 

maternal-fetal interface. Reprod Sci, 17 (3): 209-218. 

 

Narayan, R., Rajat & Goswamy, K. (1994) Treatment of submucous fibroids, and outcome 

of assisted conception. J Am Assoc Gynecol Laparosc, 1 (4 Pt 1): 307-311. 

 

Narvekar, S. A., Gupta, N., Shetty, N., Kottur, A., Srinivas, M. & Rao, K. A. (2010) Does local 

endometrial injury in the nontransfer cycle improve the IVF-ET outcome in the subsequent 

cycle in patients with previous unsuccessful IVF? A randomized controlled pilot study. J 

Hum Reprod Sci, 3 (1): 15-19. 



184 
 

 

Nastri, C. O., Lensen, S. F., Gibreel, A., Raine-Fenning, N., Ferriani, R. A., Bhattacharya, S. & 

Martins, W. P. (2015) Endometrial injury in women undergoing assisted reproductive 

techniques. Cochrane Database Syst Rev, (3): CD009517. 

 

Nelson, D. B., Grisso, J. A., Joffe, M. M., Brensinger, C., Shaw, L. & Datner, E. (2003) Does 

stress influence early pregnancy loss? Ann Epidemiol, 13 (4): 223-229. 

 

Noyes, N., Liu, H. C., Sultan, K., Schattman, G. & Rosenwaks, Z. (1995) Endometrial 

thickness appears to be a significant factor in embryo implantation in in-vitro fertilization. 

Hum Reprod, 10 (4): 919-922. 

 

NOYES, R. W. (1956) Uniformity of secretory endometrium; study of multiple sections from 

100 uteri removed at operation. Fertil Steril, 7 (2): 103-109. 

 

NOYES, R. W. (1963) Endometrial development and fertility. J Miss State Med Assoc, 4 5-7. 

 

Nybo, A. A., Wohlfahrt, J., Christens, P., Olsen, J. & Melbye, M. (2000) Is maternal age an 

independent risk factor for fetal loss? West J Med, 173 (5): 331. 

 

Ogasawara, M., Aoki, K., Kajiura, S. & Yagami, Y. (1996) Are antinuclear antibodies 

predictive of recurrent miscarriage? Lancet, 347 (9009): 1183-1184. 

 

Ogasawara, M., Aoki, K., Okada, S. & Suzumori, K. (2000) Embryonic karyotype of 

abortuses in relation to the number of previous miscarriages. Fertil Steril, 73 (2): 300-304. 

 

Okon, M. A., Laird, S. M., Tuckerman, E. M. & Li, T. C. (1998) Serum androgen levels in 

women who have recurrent miscarriages and their correlation with markers of 

endometrial function. Fertil Steril, 69 (4): 682-690. 

 



185 
 

Opatrny, L., David, M., Kahn, S. R., Shrier, I. & Rey, E. (2006) Association between 

antiphospholipid antibodies and recurrent fetal loss in women without autoimmune 

disease: a metaanalysis. J Rheumatol, 33 (11): 2214-2221. 

 

Pabuçcu, R. & Gomel, V. (2004) Reproductive outcome after hysteroscopic metroplasty in 

women with septate uterus and otherwise unexplained infertility. Fertil Steril, 81 (6): 1675-

1678. 

 

Pace, S., Stentella, P., Catania, R., Palazzetti, P. L. & Frega, A. (2003) Endoscopic treatment 

of intrauterine adhesions. Clin Exp Obstet Gynecol, 30 (1): 26-28. 

 

Pacey, A. A., Povey, A. C., Clyma, J. A., McNamee, R., Moore, H. D., Baillie, H., Cherry, N. M. 

& Chaps-UK, P. C. o. (2014) Modifiable and non-modifiable risk factors for poor sperm 

morphology. Hum Reprod, 29 (8): 1629-1636. 

 

Pandey, S., Maheshwari, A. & Bhattacharya, S. (2010) The impact of female obesity on the 

outcome of fertility treatment. J Hum Reprod Sci, 3 (2): 62-67. 

 

Pasquier, E., de Saint Martin, L., Bohec, C., Chauleur, C., Bretelle, F., Marhic, G., Le Gal, G., 

Debarge, V., Lecomte, F., Denoual-Ziad, C., Lejeune-Saada, V., Douvier, S., Heisert, M. & 

Mottier, D. (2015) Enoxaparin for prevention of unexplained recurrent miscarriage: a 

multicenter randomized double-blind placebo-controlled trial. Blood, 125 (14): 2200-2205. 

 

Pathak, R., Mustafa, M., Ahmed, R. S., Tripathi, A. K., Guleria, K. & Banerjee, B. D. (2010) 

Association between recurrent miscarriages and organochlorine pesticide levels. Clin 

Biochem, 43 (1-2): 131-135. 

 

Pehlivan, T., Rubio, C., Rodrigo, L., Romero, J., Remohi, J., Simón, C. & Pellicer, A. (2003) 

Impact of preimplantation genetic diagnosis on IVF outcome in implantation failure 

patients. Reprod Biomed Online, 6 (2): 232-237. 



186 
 

 

Petroff, M. G. & Perchellet, A. (2010) B7 family molecules as regulators of the maternal 

immune system in pregnancy. Am J Reprod Immunol, 63 (6): 506-519. 

 

Plaks, V., Birnberg, T., Berkutzki, T., Sela, S., BenYashar, A., Kalchenko, V., Mor, G., Keshet, 

E., Dekel, N., Neeman, M. & Jung, S. (2008) Uterine DCs are crucial for decidua formation 

during embryo implantation in mice. J Clin Invest, 118 (12): 3954-3965. 

 

Plana-Ripoll, O., Parner, E., Olsen, J. & Li, J. (2016) Severe stress following bereavement 

during pregnancy and risk of pregnancy loss: results from a population-based cohort study. 

J Epidemiol Community Health, 70 (5): 424-429. 

 

Polanski, L. T., Baumgarten, M. N., Quenby, S., Brosens, J., Campbell, B. K. & Raine-

Fenning, N. J. (2014) What exactly do we mean by 'recurrent implantation failure'? A 

systematic review and opinion. Reprod Biomed Online, 28 (4): 409-423. 

 

Pollard, J. W. (2008) Uterine DCs are essential for pregnancy. J Clin Invest, 118 (12): 3832-

3835. 

 

Potdar, N., Gelbaya, T. & Nardo, L. G. (2012) Endometrial injury to overcome recurrent 

embryo implantation failure: a systematic review and meta-analysis. Reprod Biomed 

Online, 25 (6): 561-571. 

 

Potdar, N., Gelbaya, T. A., Konje, J. C. & Nardo, L. G. (2013) Adjunct low-molecular-weight 

heparin to improve live birth rate after recurrent implantation failure: a systematic review 

and meta-analysis. Hum Reprod Update, 19 (6): 674-684. 

 

Pritts, E. A., Parker, W. H. & Olive, D. L. (2009) Fibroids and infertility: an updated 

systematic review of the evidence. Fertil Steril, 91 (4): 1215-1223. 

 



187 
 

Quenby, S., Bates, M., Doig, T., Brewster, J., Lewis-Jones, D. I., Johnson, P. M. & Vince, G. 

(1999) Pre-implantation endometrial leukocytes in women with recurrent miscarriage. 

Hum Reprod, 14 (9): 2386-2391. 

 

Quenby, S. & Brosens, J. J. (2013) Human implantation: a tale of mutual maternal and fetal 

attraction. Biol Reprod, 88 (3): 81. 

 

Quenby, S. & Farquharson, R. (2006) Uterine natural killer cells, implantation failure and 

recurrent miscarriage. Reprod Biomed Online, 13 (1): 24-28. 

 

Quenby, S., Kalumbi, C., Bates, M., Farquharson, R. & Vince, G. (2005) Prednisolone 

reduces preconceptual endometrial natural killer cells in women with recurrent 

miscarriage. Fertil Steril, 84 (4): 980-984. 

 

Quenby, S., Nik, H., Innes, B., Lash, G., Turner, M., Drury, J. & Bulmer, J. (2009) Uterine 

natural killer cells and angiogenesis in recurrent reproductive failure. Hum Reprod, 24 (1): 

45-54. 

 

Raga, F., Bauset, C., Remohi, J., Bonilla-Musoles, F., Simón, C. & Pellicer, A. (1997) 

Reproductive impact of congenital Müllerian anomalies. Hum Reprod, 12 (10): 2277-2281. 

 

Rai, R., Backos, M., Rushworth, F. & Regan, L. (2000) Polycystic ovaries and recurrent 

miscarriage--a reappraisal. Hum Reprod, 15 (3): 612-615. 

 

Rai, R. & Regan, L. (2006) Recurrent miscarriage. The Lancet, 368 (9535): 601-611. 

 

Rao, V. R., Lakshmi, A. & Sadhnani, M. D. (2008) Prevalence of hypothyroidism in recurrent 

pregnancy loss in first trimester. Indian J Med Sci, 62 (9): 357-361. 

 



188 
 

Raziel, A., Friedler, S., Schachter, M., Kasterstein, E., Strassburger, D. & Ron-El, R. (2002) 

Increased frequency of female partner chromosomal abnormalities in patients with high-

order implantation failure after in vitro fertilization. Fertil Steril, 78 (3): 515-519. 

 

Raziel, A., Schachter, M., Strassburger, D., Bern, O., Ron-El, R. & Friedler, S. (2007) 

Favorable influence of local injury to the endometrium in intracytoplasmic sperm injection 

patients with high-order implantation failure. Fertil Steril, 87 (1): 198-201. 

 

Rey, E., Kahn, S. R., David, M. & Shrier, I. (2003) Thrombophilic disorders and fetal loss: a 

meta-analysis. Lancet, 361 (9361): 901-908. 

 

Richlin, S. S., Ramachandran, S., Shanti, A., Murphy, A. A. & Parthasarathy, S. (2002) 

Glycodelin levels in uterine flushings and in plasma of patients with leiomyomas and 

polyps: implications for implantation. Hum Reprod, 17 (10): 2742-2747. 

 

Rikken, J. F., Kowalik, C. R., Emanuel, M. H., Mol, B. W., Van der Veen, F., van Wely, M. & 

Goddijn, M. (2017) Septum resection for women of reproductive age with a septate 

uterus. Cochrane Database Syst Rev, 1 CD008576. 

 

Rinehart, J. (2007) Recurrent implantation failure: definition. J Assist Reprod Genet, 24 (7): 

284-287. 

 

Robinson, L., Gallos, I. D., Conner, S. J., Rajkhowa, M., Miller, D., Lewis, S., Kirkman-Brown, 

J. & Coomarasamy, A. (2012) The effect of sperm DNA fragmentation on miscarriage rates: 

a systematic review and meta-analysis. Hum Reprod, 27 (10): 2908-2917. 

 

Ruifrok, A. C. & Johnston, D. A. (2001) Quantification of histochemical staining by color 

deconvolution. Anal Quant Cytol Histol, 23 (4): 291-299. 

 



189 
 

Ruiz-Alonso, M., Blesa, D., Díaz-Gimeno, P., Gómez, E., Fernández-Sánchez, M., Carranza, 

F., Carrera, J., Vilella, F., Pellicer, A. & Simón, C. (2013) The endometrial receptivity array 

for diagnosis and personalized embryo transfer as a treatment for patients with repeated 

implantation failure. Fertil Steril, 100 (3): 818-824. 

 

Russell, P., Anderson, L., Lieberman, D., Tremellen, K., Yilmaz, H., Cheerala, B. & Sacks, G. 

(2011) The distribution of immune cells and macrophages in the endometrium of women 

with recurrent reproductive failure I: Techniques. J Reprod Immunol, 91 (1-2): 90-102. 

 

Russell, P., Hey-Cunningham, A., Berbic, M., Tremellen, K., Sacks, G., Gee, A. & Cheerala, B. 

(2014) Asynchronous glands in the endometrium of women with recurrent reproductive 

failure. Pathology, 46 (4): 325-332. 

 

Russell, P., Sacks, G., Tremellen, K. & Gee, A. (2013) The distribution of immune cells and 

macrophages in the endometrium of women with recurrent reproductive failure. III: 

Further observations and reference ranges. Pathology, 45 (4): 393-401. 

 

Saeed, A. I., Sharov, V., White, J., Liang, W., Bhagabati, N., Braisted, J., Klapa, M., Currier, 

T., Thiagarajan, M., Sturn, A., Snuffin, M., Rezantsev, A., Popov, D., Ryltsov, A., 

Kostukovich, E., Borisovsky, I., Liu, Z., Vinsavich, A., Trush, V. & Quackenbush, J. (2003) 

TM4: a free, open-source system for micoarray data management and analysis.  

 

Sagle, M., Bishop, K., Ridley, N., Alexander, F. M., Michel, M., Bonney, R. C., Beard, R. W. & 

Franks, S. (1988) Recurrent early miscarriage and polycystic ovaries. BMJ, 297 (6655): 

1027-1028. 

 

Sahoo, T., Dzidic, N., Strecker, M. N., Commander, S., Travis, M. K., Doherty, C., Tyson, R. 

W., Mendoza, A. E., Stephenson, M., Dise, C. A., Benito, C. W., Ziadie, M. S. & Hovanes, K. 

(2017) Comprehensive genetic analysis of pregnancy loss by chromosomal microarrays: 

outcomes, benefits, and challenges. Genet Med, 19 (1): 83-89. 

 



190 
 

Salamonsen, L. A., Evans, J., Nguyen, H. P. & Edgell, T. A. (2016) The Microenvironment of 

Human Implantation: Determinant of Reproductive Success. Am J Reprod Immunol, 75 (3): 

218-225. 

 

Salamonsen, L. A., Kovacs, G. T. & Findlay, J. K. (1999) Current concepts of the mechanisms 

of menstruation. Baillieres Best Pract Res Clin Obstet Gynaecol, 13 (2): 161-179. 

 

Salem, M. L., Matsuzaki, G., Kishihara, K., Madkour, G. A. & Nomoto, K. (2000) beta-

estradiol suppresses T cell-mediated delayed-type hypersensitivity through suppression of 

antigen-presenting cell function and Th1 induction. Int Arch Allergy Immunol, 121 (2): 161-

169. 

 

Salker, M., Teklenburg, G., Molokhia, M., Lavery, S., Trew, G., Aojanepong, T., Mardon, H. 

J., Lokugamage, A. U., Rai, R., Landles, C., Roelen, B. A., Quenby, S., Kuijk, E. W., Kavelaars, 

A., Heijnen, C. J., Regan, L., Macklon, N. S. & Brosens, J. J. (2010) Natural selection of 

human embryos: impaired decidualization of endometrium disables embryo-maternal 

interactions and causes recurrent pregnancy loss. PLoS One, 5 (4): e10287. 

 

Salker, M. S., Christian, M., Steel, J. H., Nautiyal, J., Lavery, S., Trew, G., Webster, Z., Al-

Sabbagh, M., Puchchakayala, G., Föller, M., Landles, C., Sharkey, A. M., Quenby, S., Aplin, J. 

D., Regan, L., Lang, F. & Brosens, J. J. (2011) Deregulation of the serum- and glucocorticoid-

inducible kinase SGK1 in the endometrium causes reproductive failure. Nat Med, 17 (11): 

1509-1513. 

 

Salker, M. S., Nautiyal, J., Steel, J. H., Webster, Z., Sućurović, S., Nicou, M., Singh, Y., Lucas, 

E. S., Murakami, K., Chan, Y. W., James, S., Abdallah, Y., Christian, M., Croy, B. A., Mulac-

Jericevic, B., Quenby, S. & Brosens, J. J. (2012) Disordered IL-33/ST2 activation in 

decidualizing stromal cells prolongs uterine receptivity in women with recurrent 

pregnancy loss. PLoS One, 7 (12): e52252. 

 



191 
 

Santjohanser, C., Knieper, C., Franz, C., Hirv, K., Meri, O., Schleyer, M., Würfel, W. & Toth, 

B. (2013) Granulocyte-colony stimulating factor as treatment option in patients with 

recurrent miscarriage. Arch Immunol Ther Exp (Warsz), 61 (2): 159-164. 

 

Saravelos, S. H., Cocksedge, K. A. & Li, T. C. (2008) Prevalence and diagnosis of congenital 

uterine anomalies in women with reproductive failure: a critical appraisal. Hum Reprod 

Update, 14 (5): 415-429. 

 

Saravelos, S. H., Yan, J., Rehmani, H. & Li, T. C. (2011) The prevalence and impact of 

fibroids and their treatment on the outcome of pregnancy in women with recurrent 

miscarriage. Hum Reprod, 26 (12): 3274-3279. 

 

Sauer, M. V. (2015) Reproduction at an advanced maternal age and maternal health. Fertil 

Steril, 103 (5): 1136-1143. 

 

Scarpellini, F. & Sbracia, M. (2009) Use of granulocyte colony-stimulating factor for the 

treatment of unexplained recurrent miscarriage: a randomised controlled trial. Hum 

Reprod, 24 (11): 2703-2708. 

 

Scheffer, G. J., Broekmans, F. J., Looman, C. W., Blankenstein, M., Fauser, B. C., teJong, F. 

H. & teVelde, E. R. (2003) The number of antral follicles in normal women with proven 

fertility is the best reflection of reproductive age. Hum Reprod, 18 (4): 700-706. 

 

Schleussner, E., Kamin, G., Seliger, G., Rogenhofer, N., Ebner, S., Toth, B., Schenk, M., 

Henes, M., Bohlmann, M. K., Fischer, T., Brosteanu, O., Bauersachs, R., Petroff, D. & group, 

E. I. (2015) Low-molecular-weight heparin for women with unexplained recurrent 

pregnancy loss: a multicenter trial with a minimization randomization scheme. Ann Intern 

Med, 162 (9): 601-609. 

 

Schumacher, A., Brachwitz, N., Sohr, S., Engeland, K., Langwisch, S., Dolaptchieva, M., 

Alexander, T., Taran, A., Malfertheiner, S. F., Costa, S. D., Zimmermann, G., Nitschke, C., 



192 
 

Volk, H. D., Alexander, H., Gunzer, M. & Zenclussen, A. C. (2009) Human chorionic 

gonadotropin attracts regulatory T cells into the fetal-maternal interface during early 

human pregnancy. J Immunol, 182 (9): 5488-5497. 

 

Schwenke, M., Knöfler, M., Velicky, P., Weimar, C. H., Kruse, M., Samalecos, A., Wolf, A., 

Macklon, N. S., Bamberger, A. M. & Gellersen, B. (2013) Control of human endometrial 

stromal cell motility by PDGF-BB, HB-EGF and trophoblast-secreted factors. PLoS One, 8 

(1): e54336. 

 

Sebastian-Leon, P., Garrido, N., Remohí, J., Pellicer, A. & Diaz-Gimeno, P. (2018) 

Asynchronous and pathological windows of implantation: two causes of recurrent 

implantation failure. Hum Reprod, 33 (4): 626-635. 

 

Seli, E., Kayisli, U. A., Cakmak, H., Bukulmez, O., Bildirici, I., Guzeloglu-Kayisli, O. & Arici, A. 

(2005) Removal of hydrosalpinges increases endometrial leukaemia inhibitory factor (LIF) 

expression at the time of the implantation window. Hum Reprod, 20 (11): 3012-3017. 

 

Shamseldin, H. E., Swaid, A. & Alkuraya, F. S. (2013) Lifting the lid on unborn lethal 

Mendelian phenotypes through exome sequencing. Genet Med, 15 (4): 307-309. 

 

Sharma, R., Agarwal, A., Rohra, V. K., Assidi, M., Abu-Elmagd, M. & Turki, R. F. (2015) 

Effects of increased paternal age on sperm quality, reproductive outcome and associated 

epigenetic risks to offspring. Reprod Biol Endocrinol, 13 35. 

 

Shimada, S., Kato, E. H., Morikawa, M., Iwabuchi, K., Nishida, R., Kishi, R., Onoé, K., 

Minakami, H. & Yamada, H. (2004) No difference in natural killer or natural killer T-cell 

population, but aberrant T-helper cell population in the endometrium of women with 

repeated miscarriage. Hum Reprod, 19 (4): 1018-1024. 

 

Shiozawa, T., Li, S. F., Nakayama, K., Nikaido, T. & Fujii, S. (1996) Relationship between the 

expression of cyclins/cyclin-dependent kinases and sex-steroid receptors/Ki67 in normal 



193 
 

human endometrial glands and stroma during the menstrual cycle. Mol Hum Reprod, 2 

(10): 745-752. 

 

Showell, M. G., Mackenzie-Proctor, R., Brown, J., Yazdani, A., Stankiewicz, M. T. & Hart, R. 

J. (2014) Antioxidants for male subfertility. Cochrane Database Syst Rev, (12): CD007411. 

 

Shufaro, Y., Simon, A., Laufer, N. & Fatum, M. (2008) Thin unresponsive endometrium--a 

possible complication of surgical curettage compromising ART outcome. J Assist Reprod 

Genet, 25 (8): 421-425. 

 

Siiteri, P. K., Febres, F., Clemens, L. E., Chang, R. J., Gondos, B. & Stites, D. (1977) 

Progesterone and maintenance of pregnancy: is progesterone nature's 

immunosuppressant? Ann N Y Acad Sci, 286 384-397. 

 

Simon, A. & Laufer, N. (2012) Repeated implantation failure: clinical approach. Fertil Steril, 

97 (5): 1039-1043. 

 

Simon, L., Spiewak, K. A., Ekman, G. C., Kim, J., Lydon, J. P., Bagchi, M. K., Bagchi, I. C., 

DeMayo, F. J. & Cooke, P. S. (2009) Stromal progesterone receptors mediate induction of 

Indian Hedgehog (IHH) in uterine epithelium and its downstream targets in uterine stroma. 

Endocrinology, 150 (8): 3871-3876. 

 

Simur, A., Ozdemir, S., Acar, H., Colakoğlu, M. C., Görkemli, H., Balci, O. & Nergis, S. (2009) 

Repeated in vitro fertilization failure and its relation with thrombophilia. Gynecol Obstet 

Invest, 67 (2): 109-112. 

 

Singh, H., Nardo, L., Kimber, S. J. & Aplin, J. D. (2010) Early stages of implantation as 

revealed by an in vitro model. Reproduction, 139 (5): 905-914. 

 



194 
 

Springer, D., Jiskra, J., Limanova, Z., Zima, T. & Potlukova, E. (2017) Thyroid in pregnancy: 

From physiology to screening. Crit Rev Clin Lab Sci, 54 (2): 102-116. 

 

Stephenson, M. D., Kutteh, W. H., Purkiss, S., Librach, C., Schultz, P., Houlihan, E. & Liao, C. 

(2010) Intravenous immunoglobulin and idiopathic secondary recurrent miscarriage: a 

multicentered randomized placebo-controlled trial. Hum Reprod, 25 (9): 2203-2209. 

 

Stern, C., Chamley, L., Hale, L., Kloss, M., Speirs, A. & Baker, H. W. (1998) Antibodies to 

beta2 glycoprotein I are associated with in vitro fertilization implantation failure as well as 

recurrent miscarriage: results of a prevalence study. Fertil Steril, 70 (5): 938-944. 

 

Stern, C., Pertile, M., Norris, H., Hale, L. & Baker, H. W. (1999) Chromosome translocations 

in couples with in-vitro fertilization implantation failure. Hum Reprod, 14 (8): 2097-2101. 

 

Strandell, A., Lindhard, A., Waldenström, U., Thorburn, J., Janson, P. O. & Hamberger, L. 

(1999) Hydrosalpinx and IVF outcome: a prospective, randomized multicentre trial in 

Scandinavia on salpingectomy prior to IVF. Hum Reprod, 14 (11): 2762-2769. 

 

Su, R. W. & Fazleabas, A. T. (2015) Implantation and Establishment of Pregnancy in Human 

and Nonhuman Primates. Adv Anat Embryol Cell Biol, 216 189-213. 

 

Sunkara, S. K., Khairy, M., El-Toukhy, T., Khalaf, Y. & Coomarasamy, A. (2010) The effect of 

intramural fibroids without uterine cavity involvement on the outcome of IVF treatment: a 

systematic review and meta-analysis. Hum Reprod, 25 (2): 418-429. 

 

Szekeres-Bartho, J. & Polgar, B. (2010) PIBF: the double edged sword. Pregnancy and 

tumor. Am J Reprod Immunol, 64 (2): 77-86. 

 

Talbi, S., Hamilton, A. E., Vo, K. C., Tulac, S., Overgaard, M. T., Dosiou, C., Le Shay, N., 

Nezhat, C. N., Kempson, R., Lessey, B. A., Nayak, N. R. & Giudice, L. C. (2006) Molecular 



195 
 

phenotyping of human endometrium distinguishes menstrual cycle phases and underlying 

biological processes in normo-ovulatory women. Endocrinology, 147 (3): 1097-1121. 

 

Talmadge, K., Boorstein, W. R. & Fiddes, J. C. (1983) The human genome contains seven 

genes for the beta-subunit of chorionic gonadotropin but only one gene for the beta-

subunit of luteinizing hormone. DNA, 2 (4): 281-289. 

 

Tan, B. K., Vandekerckhove, P., Kennedy, R. & Keay, S. D. (2005) Investigation and current 

management of recurrent IVF treatment failure in the UK. BJOG, 112 (6): 773-780. 

 

Tanaka, N., Miyazaki, K., Tashiro, H., Mizutani, H. & Okamura, H. (1993) Changes in 

adenylyl cyclase activity in human endometrium during the menstrual cycle and in human 

decidua during pregnancy. J Reprod Fertil, 98 (1): 33-39. 

 

Tang, A. W., Alfirevic, Z. & Quenby, S. (2011) Natural killer cells and pregnancy outcomes in 

women with recurrent miscarriage and infertility: a systematic review. Hum Reprod, 26 (8): 

1971-1980. 

 

Tang, A. W., Alfirevic, Z., Turner, M. A., Drury, J. & Quenby, S. (2009) Prednisolone Trial: 

Study protocol for a randomised controlled trial of prednisolone for women with 

idiopathic recurrent miscarriage and raised levels of uterine natural killer (uNK) cells in the 

endometrium. Trials, 10 102. 

 

Tang, A. W., Alfirevic, Z., Turner, M. A., Drury, J. A., Small, R. & Quenby, S. (2013) A 

feasibility trial of screening women with idiopathic recurrent miscarriage for high uterine 

natural killer cell density and randomizing to prednisolone or placebo when pregnant. 

Hum Reprod, 28 (7): 1743-1752. 

 

Team, R. C. (2015) R: A language and environment for statistical computing.  

 



196 
 

Teklenburg, G., Salker, M., Molokhia, M., Lavery, S., Trew, G., Aojanepong, T., Mardon, H. 

J., Lokugamage, A. U., Rai, R., Landles, C., Roelen, B. A., Quenby, S., Kuijk, E. W., Kavelaars, 

A., Heijnen, C. J., Regan, L., Brosens, J. J. & Macklon, N. S. (2010) Natural selection of 

human embryos: decidualizing endometrial stromal cells serve as sensors of embryo 

quality upon implantation. PLoS One, 5 (4): e10258. 

 

Thangaratinam, S., Tan, A., Knox, E., Kilby, M. D., Franklyn, J. & Coomarasamy, A. (2011) 

Association between thyroid autoantibodies and miscarriage and preterm birth: meta-

analysis of evidence. BMJ, 342 d2616. 

 

Thornhill, A. R., deDie-Smulders, C. E., Geraedts, J. P., Harper, J. C., Harton, G. L., Lavery, S. 

A., Moutou, C., Robinson, M. D., Schmutzler, A. G., Scriven, P. N., Sermon, K. D., Wilton, L. 

& Consortium, E. P. (2005) ESHRE PGD Consortium 'Best practice guidelines for clinical 

preimplantation genetic diagnosis (PGD) and preimplantation genetic screening (PGS)'. 

Hum Reprod, 20 (1): 35-48. 

 

Ticconi, C., Giuliani, E., Veglia, M., Pietropolli, A., Piccione, E. & Di Simone, N. (2011) 

Thyroid autoimmunity and recurrent miscarriage. Am J Reprod Immunol, 66 (6): 452-459. 

 

Tuckerman, E., Laird, S. M., Prakash, A. & Li, T. C. (2007) Prognostic value of the 

measurement of uterine natural killer cells in the endometrium of women with recurrent 

miscarriage. Hum Reprod, 22 (8): 2208-2213. 

 

Twisk, M., Mastenbroek, S., van Wely, M., Heineman, M. J., Van der Veen, F. & Repping, S. 

(2006) Preimplantation genetic screening for abnormal number of chromosomes 

(aneuploidies) in in vitro fertilisation or intracytoplasmic sperm injection. Cochrane 

Database Syst Rev, (1): CD005291. 

 

van den Berg, M. M., van Maarle, M. C., van Wely, M. & Goddijn, M. (2012) Genetics of 

early miscarriage. Biochim Biophys Acta, 1822 (12): 1951-1959. 

 



197 
 

van den Boogaard, E., Cohn, D. M., Korevaar, J. C., Dawood, F., Vissenberg, R., Middeldorp, 

S., Goddijn, M. & Farquharson, R. G. (2013) Number and sequence of preceding 

miscarriages and maternal age for the prediction of antiphospholipid syndrome in women 

with recurrent miscarriage. Fertil Steril, 99 (1): 188-192. 

 

van den Boogaard, E., Vissenberg, R., Land, J. A., van Wely, M., van der Post, J. A., Goddijn, 

M. & Bisschop, P. H. (2011) Significance of (sub)clinical thyroid dysfunction and thyroid 

autoimmunity before conception and in early pregnancy: a systematic review. Hum Reprod 

Update, 17 (5): 605-619. 

 

van Dijk, M. M., Vissenberg, R., Bisschop, P. H., Dawood, F., van Wely, M., Goddijn, M. & 

Farquharson, R. G. (2016) Is subclinical hypothyroidism associated with lower live birth 

rates in women who have experienced unexplained recurrent miscarriage? Reprod Biomed 

Online, 33 (6): 745-751. 

 

Varasteh, N. N., Neuwirth, R. S., Levin, B. & Keltz, M. D. (1999) Pregnancy rates after 

hysteroscopic polypectomy and myomectomy in infertile women. Obstet Gynecol, 94 (2): 

168-171. 

 

Veenstra van Nieuwenhoven, A. L., Heineman, M. J. & Faas, M. M. (2003) The immunology 

of successful pregnancy. Hum Reprod Update, 9 (4): 347-357. 

 

Venables, W. & Ripley, B. (1997) Modern Applied Statistics with S-Plus.  

 

Venetis, C. A., Papadopoulos, S. P., Campo, R., Gordts, S., Tarlatzis, B. C. & Grimbizis, G. F. 

(2014) Clinical implications of congenital uterine anomalies: a meta-analysis of 

comparative studies. Reprod Biomed Online, 29 (6): 665-683. 

 

Vince, G. S. & Johnson, P. M. (2000) Leucocyte populations and cytokine regulation in 

human uteroplacental tissues. Biochem Soc Trans, 28 (2): 191-195. 



198 
 

 

Vissenberg, R., Manders, V. D., Mastenbroek, S., Fliers, E., Afink, G. B., Ris-Stalpers, C., 

Goddijn, M. & Bisschop, P. H. (2015) Pathophysiological aspects of thyroid hormone 

disorders/thyroid peroxidase autoantibodies and reproduction. Hum Reprod Update, 21 

(3): 378-387. 

 

Visser, J., Ulander, V. M., Helmerhorst, F. M., Lampinen, K., Morin-Papunen, L., 

Bloemenkamp, K. W. & Kaaja, R. J. (2011) Thromboprophylaxis for recurrent miscarriage in 

women with or without thrombophilia. HABENOX: a randomised multicentre trial. Thromb 

Haemost, 105 (2): 295-301. 

 

Voullaire, L., Slater, H., Williamson, R. & Wilton, L. (2000) Chromosome analysis of 

blastomeres from human embryos by using comparative genomic hybridization. Hum 

Genet, 106 (2): 210-217. 

 

Wang, L. Y., Wang, D. H., Zou, X. Y. & Xu, C. M. (2009) Mitochondrial functions on oocytes 

and preimplantation embryos. J Zhejiang Univ Sci B, 10 (7): 483-492. 

 

Wang, Q., Li, T. C., Wu, Y. P., Cocksedge, K. A., Fu, Y. S., Kong, Q. Y. & Yao, S. Z. (2008) 

Reappraisal of peripheral NK cells in women with recurrent miscarriage. Reprod Biomed 

Online, 17 (6): 814-819. 

 

Wang, S. W., Zhong, S. Y., Lou, L. J., Hu, Z. F., Sun, H. Y. & Zhu, H. Y. (2016) The effect of 

intravenous immunoglobulin passive immunotherapy on unexplained recurrent 

spontaneous abortion: a meta-analysis. Reprod Biomed Online, 33 (6): 720-736. 

 

Wang, X., Chen, C., Wang, L., Chen, D., Guang, W. & French, J. (2003) Conception, early 

pregnancy loss, and time to clinical pregnancy: a population-based prospective study. 

Fertil Steril, 79 (3): 577-584. 

 



199 
 

Weimar, C. H., Kavelaars, A., Brosens, J. J., Gellersen, B., de Vreeden-Elbertse, J. M., 

Heijnen, C. J. & Macklon, N. S. (2012) Endometrial stromal cells of women with recurrent 

miscarriage fail to discriminate between high- and low-quality human embryos. PLoS One, 

7 (7): e41424. 

 

Weimar, C. H., Macklon, N. S., Post Uiterweer, E. D., Brosens, J. J. & Gellersen, B. (2013) 

The motile and invasive capacity of human endometrial stromal cells: implications for 

normal and impaired reproductive function. Hum Reprod Update, 19 (5): 542-557. 

 

Weiss, N. S., van Vliet, M. N., Limpens, J., Hompes, P. G. A., Lambalk, C. B., Mochtar, M. H., 

van der Veen, F., Mol, B. W. J. & van Wely, M. (2017) Endometrial thickness in women 

undergoing IUI with ovarian stimulation. How thick is too thin? A systematic review and 

meta-analysis. Hum Reprod, 32 (5): 1009-1018. 

 

Wilcox, A. J., Baird, D. D. & Weinberg, C. R. (1999) Time of implantation of the conceptus 

and loss of pregnancy. N Engl J Med, 340 (23): 1796-1799. 

 

Wilcox, A. J., Weinberg, C. R. & Baird, D. D. (1990) Risk factors for early pregnancy loss. 

Epidemiology, 1 (5): 382-385. 

 

Wira, C. R., Fahey, J. V., Rodriguez-Garcia, M., Shen, Z. & Patel, M. V. (2014) Regulation of 

mucosal immunity in the female reproductive tract: the role of sex hormones in immune 

protection against sexually transmitted pathogens. Am J Reprod Immunol, 72 (2): 236-258. 

 

Wong, L. F., Porter, T. F. & Scott, J. R. (2014) Immunotherapy for recurrent miscarriage. 

Cochrane Database Syst Rev, (10): CD000112. 

 

Xiao, Y., Sun, X., Yang, X., Zhang, J., Xue, Q., Cai, B. & Zhou, Y. (2010) Leukemia inhibitory 

factor is dysregulated in the endometrium and uterine flushing fluid of patients with 

adenomyosis during implantation window. Fertil Steril, 94 (1): 85-89. 



200 
 

 

Yasmin, H., Nasir, A. & Noorani, K. J. (2007) Hystroscopic management of Ashermans 

syndrome. J Pak Med Assoc, 57 (11): 553-555. 

 

Yuan, X., Saravelos, S. H., Wang, Q., Xu, Y., Li, T. C. & Zhou, C. (2016) Endometrial thickness 

as a predictor of pregnancy outcomes in 10787 fresh IVF-ICSI cycles. Reprod Biomed 

Online, 33 (2): 197-205. 

 

Zelenko, Z., Aghajanova, L., Irwin, J. C. & Giudice, L. C. (2012) Nuclear receptor, coregulator 

signaling, and chromatin remodeling pathways suggest involvement of the epigenome in 

the steroid hormone response of endometrium and abnormalities in endometriosis. 

Reprod Sci, 19 (2): 152-162. 

 

Zenclussen, A. C. (2013) Adaptive immune responses during pregnancy. Am J Reprod 

Immunol, 69 (4): 291-303. 

 

Zhang, B. Y., Wei, Y. S., Niu, J. M., Li, Y., Miao, Z. L. & Wang, Z. N. (2010) Risk factors for 

unexplained recurrent spontaneous abortion in a population from southern China. Int J 

Gynaecol Obstet, 108 (2): 135-138. 

 

Zhang, L., Xu, W. H., Fu, X. H., Huang, Q. X., Guo, X. Y., Li, S. S., Zhu, J. & Shu, J. (2018) 

Therapeutic role of granulocyte colony-stimulating factor (G-CSF) for infertile women 

under in vitro fertilization and embryo transfer (IVF-ET) treatment: a meta-analysis. Arch 

Gynecol Obstet, 298 (5): 861-871. 

 

Zhang, X. & Ho, S. M. (2011) Epigenetics meets endocrinology. J Mol Endocrinol, 46 (1): 

R11-32. 

 

Zhao, J., Zhang, Q., Wang, Y. & Li, Y. (2014) Whether sperm deoxyribonucleic acid 

fragmentation has an effect on pregnancy and miscarriage after in vitro 



201 
 

fertilization/intracytoplasmic sperm injection: a systematic review and meta-analysis. Fertil 

Steril, 102 (4): 998-1005.e1008. 

 

 


