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ABSTRACT  

 

 CLL is an incurable B-cell malignancy associated with profound tumour cell-mediated 

immune dysfunction. It therefore represents a challenging disease for the successful 

application of immunotherapeutic strategies aimed at promoting anti-tumour T-cell 

responses. In this study, extensive immunophenotypic analysis of T-cells from the blood of 

CLL patients was performed, in order to better characterise their dysfunctional status within 

the disease. Analysis of CLL patient blood samples revealed a skewing of T-cells towards a 

highly differentiated effector memory phenotype as well as the expression of markers 

associated with exhaustion/senescence (CD28
-
 and CD57

+
) and immunosuppressive 

molecules (PD-1 and CD200). In addition this study revealed the expansion of CD8
+
 T-cells 

in a subset of CLL patients leading to an inversion in the normal CD4:CD8 ratio. The 

presence of an inverted CD4:CD8 ratio was subsequently shown to be associated with a 

shorter time to first treatment and reduced progression-free survival.   

 Characterisation of T-cells identified several molecules that could be targeted 

therapeutically in order to break T-cell tolerance in CLL patients and potentially restore 

normal immune responses. Investigation of the immunosuppressive molecules PD-1 and 

CD200 showed that they are over expressed in CLL patients, suggesting that they may be 

involved in maintaining T-cell tolerance in the disease. However, blockade of PD-1-PDL-1 

and CD200-CD200R signalling pathways failed to enhance T-cell responses from CLL 

patients in vitro. Investigation of an alternative approach to enhance T-cell responses in CLL 

involved the use of a bi-specific antibody targeting CD19 and CD3 called blinatumomab. In 

vitro testing showed that blinatumomab can induce T-cell activation, promoting the release of 

pro-inflammatory cytokines and granzyme B secretion from both CD4
+
 and CD8

+
 T-cells. In 



   ABSTRACT 

 

 

addition, blinatumomab was shown to mediate T-cell dependent killing of CLL cells 

requiring the formation of T-cell:CLL cell conjugates. 

  Finally this study provided clear evidence that blinatumomab can break T-cell 

tolerance in CLL and strongly advocates the progression of blinatumomab into clinical trials 

as a novel therapeutic agent in CLL. 
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CHAPTER 1 

Introduction 

 

1.1 Chronic lymphocytic leukaemia 

 Chronic lymphocytic leukaemia (CLL) is the most diagnosed leukaemia in the western 

world representing 30% of all leukaemias in Caucasians (Shvidel et al. 1999). It is 

characterised by the clonal expansion of CD5
+
CD19

+
CD23

+
 B-cells that progressively 

accumulate in the peripheral blood, bone marrow and secondary lymphoid tissues. CLL is a 

remarkably heterogeneous disease where patients who display an indolent disease may live 

for over 30 years post diagnosis, whereas those patients that present with aggressive disease 

may die within 2-3 yrs despite aggressive therapy (Allendorf and Davis 2011, Zenz et al. 

2010). Although standard chemoimmunotherapy has proven success in reducing the tumour 

burden in CLL patients, it does not result in long-term disease-free survival. At present there 

are no curative therapies for CLL, with the possible exception of allogeneic haematopoietic 

stem cell transplantation (allo-HSCT), but this treatment is unsuitable for the vast majority of 

CLL patients (Dreger 2009). Given this backdrop, there is now a surge to better understand 

the pathogenic mechanisms behind this disease with the aim of developing new, widely 

applicable, therapeutic approaches to improve the survival of patients. 

 

1.1.1 Aetiology and Epidemiology 

 CLL is considered to be a disease of the elderly with a median age at diagnosis of 72 

years. Less than 2% of patients are younger than 45, 9.1% between 45 and 54, 19.3% 

between 55 and 64, 26.5% between 65 and 74 and 42.3% greater than 75 (Gribben 2010). 
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Although the frequency of CLL detection has increased since the 1950s, CLL rates are 

thought to be relatively stable with worldwide projection rates ranging from <1 to 5 per 

100,000 people (Redaelli et al. 2004).  

  CLL occurs at higher rates in males than in females with nearly twice as many males 

diagnosed with the disease (Redaelli et al. 2004). Geographic incidence varies widely with 

the highest rates reported in Caucasians and reduced incidences in African and Asian 

populations; incidence rates are 25% and 77% lower in black and Asian/pacific islander 

populations respectively when compared to Caucasians (Dores et al. 2007).  Interestingly 

these lower incidences of CLL were maintained in US Asian populations suggesting racial/ 

hereditary factors in the occurrence of the disease (Groves, Linet and Devesa 1995).  

  Although the first description of CLL was made over 150 years ago, the aetiology of 

CLL remains unknown.  Several environmental determinants including agricultural chemicals 

as well as viruses e.g. Human T-lymphotrophic virus (HTLV), Epstein-Barr virus (EBV) and 

Cytomegalovirus (CMV) have been proposed as causative agents but no direct links have 

been made (Lanasa 2010). By far the most important risk factor for the development of CLL 

is a familial history with between 8 and 10% of newly diagnosed CLL cases having an 

inherited link (Sellick et al. 2007). 

 

1.1.2 CLL pathogenesis 

 CLL is a lymphoproliferative disease with as much as 1% of the entire CLL clone 

turning over each day (Messmer et al. 2005). The expansion and survival of these cells in 

vivo is thought to be influenced by several factors including the presence of cytogenetic 
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abnormalities, microenvironmental signals and tumour immune evasion mechanisms 

(Dighiero 2005). 

 

1.1.3 Genetic aberrations  

 Analysis of the whole CLL population using sensitive cytogenetic techniques such as 

fluorescence in situ hybridisation (FISH), has shown that up to 80% of individuals with CLL 

have cells with 1 or more genetic aberration (Döhner et al. 2000). Five categories of genetic 

aberrations have been defined in CLL patients: a deletion in 13q (55%), a deletion in 11q 

(18%), trisomy of 12q (16%), a deletion in 17p (7%) and a deletion in 6q (6%). 17p deletions 

or deletion 11q22-q23 were shown to be independent prognostic markers, with patients 

carrying these genetic aberrations having rapid disease progression and shorter survival times 

(Döhner et al. 2000). The vast majority of patients with 17p deletions were subsequently 

shown to have a mutation in the p53 gene, with predicted resistance to treatment with 

alkylating agents and a short median treatment-free interval of 9 months (Stilgenbauer et al. 

2002). Patients with deletions of 11q22-q23 commonly have a mutation in the ataxia 

telangiectasia mutated (ATM) gene, which is also associated with the autosomal recessive 

disorder ataxia telangiectasia (A-T). Individuals with this disease have a predisposition to 

cancer including hypersensitivity to ionizing radiation, genomic instability and disruption of 

cell cycle checkpoints (Lavin and Shiloh 1997). Candidate genes responsible for the 

pathogenesis of other genetic aberrations in CLL are yet to be determined.  
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1.1.4 IGHV mutational status 

   During B-cell responses to antigen, B-cells readily undergo proliferation in germinal 

centres followed by a phase of somatic hypermutation whereby mutations are introduced into 

the immunoglobulin variable region genes (Liu et al. 2008). B-cells then enter a phase of 

affinity maturation where B-cells with high affinity for the specified antigen are selected for 

survival. In CLL two subsets of patients exist, those with mutated and those with unmutated 

immunoglobulin variable region genes. Variable region gene sequences with less than 98% 

homology to germline are considered to have undergone somatic hypermutation and therefore 

considered mutated (Gribben 2010). The incidence of unmutated IGHV genes can vary 

between 20-50% depending on the patients’ chromosomal abnormalities and  has been 

subsequently shown to have prognostic significance (Oscier et al. 1997). The median survival 

time of stage A patients with mutated IGHV genes was 3 times longer than that of the 

corresponding patient group with unmutated IGHV genes (Hamblin et al. 1999). Interestingly 

a higher incidence of mutated IGHV genes was found in familial CLL cases than sporadic 

cases (Houlston, Catovsky and Yuille 2002). 

   Generally the IGHV genes expressed by B-cell leukaemias do not tend to develop 

additional somatic mutations over time. The presence of two groups of CLL patients based on 

mutated or unmutated IGHV genes was therefore thought to represent two subtypes of CLL 

with different cytogenetics and different maturation states (Schettino et al. 1998). CLL cells 

with unmutated IGHV regions were considered to be derived from a pre-germinal centre 

naїve B-cell and those with mutated IGHV regions from an antigen experienced post-

germinal central memory cell (Kröber et al. 2002).  

 However, gene expression profiling using micro-array technology has cast doubt on 

these findings showing that all CLL cells display a common and characteristic gene 
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expression profile that is largely independent of IGHV mutational status. Comparison of CLL 

gene expression profiles with those from healthy B-cells points to CLL cells being more 

related to memory B-cells than naїve B-cells (Klein et al. 2001). Moreover recent 

transcriptome analyses of CLL cells has indicated that they are derived from a normal 

CD19
+
CD5

+
 B-cell counterpart (Seifert et al. 2012).     

 CLL cells use a biased repertoire of V genes with the most frequently used rearranged 

genes being VH1-69, VH4-34, VH3-21 and VH3-7 (Mauerer et al. 2005). VH1-69 was found 

exclusively in unmutated CLL representing the most frequently detected IGHV gene in this 

group (25%). The VH3-21 gene was mainly used in the mutated (87%) compared to the 

unmutated (13%) group. The use of the VH3-21 gene was subsequently shown to be 

associated with poor prognosis regardless of mutational status (Tobin et al. 2002).  

 

1.1.5 Antigenic stimulation  

 The role of antigenic stimulation in the pathogenesis of CLL has been widely debated 

with no candidate antigen as yet identified. The presence of mutated IGHV genes in a subset 

of CLL patients suggests that the CLL cell B-cell receptor (BCR) is functional and able to 

recognize antigen. Antibody gene sequencing has shown that CLL patients have a restricted 

use of IGHV genes (VH, D and JH) with a bias in antibody repertoires found in these 

leukaemic expansions. In patients with mutated IGHV genes, approximately 20% of the 

mutated IGHV genes display replacement mutations in a pattern indicating antigen 

recognition (Fais et al. 1998). 30% of CLL patients carry quasi-identical (stereotyped) 

receptors with 1% of CLL patients identified expressing virtually identical Immunoglobulin 

(Ig) (Darzentas et al. 2010). The likelihood of two CLL cells carrying identical BCRs is 
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extremely remote (10
-9

-10
-12

) suggesting that CLL B-cell development and progression may 

by driven by a common antigen.  

     Proteins derived from infectious pathogens including EBV and CMV as well as self-

proteins, have all been put forward as potential antigens capable of stimulating CLL cells. An 

auto-antigen non muscle myosin chain IIA (MYHIIA) found on apoptotic cells was shown to 

be capable of binding CLL monoclonal antibodies (Stamatopoulos 2010). More recently 

CMV and EBV infection has been linked with CLL cases expressing the VH4-34 and CLL 

recombinant antibodies encoded by IGHV 1-69 or IGVH 3-21 have been shown to react with 

a phosphoprotein pUL32 derived from CMV (Kostareli et al. 2009, Steininger et al. 2012). 

 

1.1.6 The lymph node microenvironment  

 CLL cells recovered from the blood of CLL patients and cultured in vitro, rapidly 

undergo spontaneous apoptosis, yet in the body they have the ability to proliferate and resist 

apoptosis (Collins et al. 1989). In vivo, CLL cells preferentially localise to the lymph nodes 

and bone marrow, where microenvironmental niches aid their survival and proliferation 

(Figure 1.1). CLL cells possess a variety of surface adhesion molecules including selectins, 

integrins and immunoglobulin which facilitate interactions between CLL cells, accessory 

cells and the extracellular matrix (ECM). These interactions ultimately promote the 

migration, localisation and survival of CLL cells at these sites (Vincent, Cawley and Burthem 

1996).          

   Accessory cells present in lymphoid compartments are thought to play an important 

role in maintaining the CLL clone (Buggins et al. 2010). Bone marrow-derived endothelial 

cells (BMECs) and follicular dendritic cells (FDC) provide pro-survival signals to CLL cells 
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(Jewell and Yong 1997). The peripheral blood of CLL patients also contains cells capable of 

differentiating into nurse-like cells (NLC) in vitro that protect CLL cells from apoptosis 

(Burger et al. 2000). T-lymphocyte numbers are also elevated in CLL patients with evidence 

of extensive T-cell expansions in patients with poor prognostic markers (Röth et al. 2008). 

Furthermore, CD4
+
 T-cells were shown to be essential for the proliferation and engraftment 

of CLL cells in mouse models (Bagnara et al. 2011) with activated CD4
+
 T-cells also shown 

to co- localise with proliferating CLL cells in lymph node (LN) pseudofollicles (Patten et al. 

2008). Activation of CD4
+
 T-cells induces the upregulation of CD40L, which delivers 

activation signals to CLL cells by binding CD40 present on the CLL cell surface. T-cell 

derived cytokines including IL-4, IFN-γ and TNF-α have also been shown to inhibit CLL 

apoptosis in vitro (Tangye and Raison 1997).  

 

1.1.7 Symptoms and diagnosis of CLL 

 The presence of small monomorphic B-lymphocytes expressing CD19, CD5 and CD23 

in the peripheral blood, bone marrow or lymph nodes is used to diagnose CLL with positive 

samples requiring the presence of at least 5000 B-cells per µl (Gribben 2010). Most patients 

present with few symptoms at diagnosis but these increase during disease progression. The 

progression of disease is marked by an acceleration in lymphocyte doubling times, leading to 

the accumulation of leukaemic cells and the development of lymphadenopathy, splenomegaly 

and heptamegaly (Hallek and Group 2005). In a small minority of patients autoreactive 

antibodies to blood components have been shown to develop, which can result in anaemia 

and thrombocytopenia. Other symptoms of CLL include unintentional weight loss, fever, 

night sweats, extreme fatigue and infections (Binet et al. 1981). Infections remain a major 

issue in CLL patients, primarily due to immune dysfunction induced by the tumour and 
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therapy related immunosuppression. Patients are at risk of developing infections caused by 

bacterial pathogens such as streptococcus or staphylococcus, fungal pathogens such as 

candida and aspergillus, and viruses such as herpes viruses (Morrison 2007).  

 

 

Figure 1.1 The CLL tumour microenvironment (Fecteau and Kipps 2012). Accessory 

cells within the tumour microenvironment provide signals in the form of chemokines, 

cytokines and receptor-ligand interactions to CLL cells. These interactions are crucial in 

supporting CLL cell survival and proliferation.  
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1.1.8 Staging and prognostic markers in CLL patients 

 The standard system for estimating prognosis in CLL is the clinical staging systems 

developed by Binet (Binet et al. 1981) and Rai (Rai et al. 1975). These systems are used to 

define early (Binet stage A, Rai 0), intermediate (Binet stage B, Rai 1 and 2) and advanced 

(Binet stage C, Rai 3 and 4) disease. At the time of diagnosis patients are 25% stage 0, 50% 

stage 1 to 2 and 25% stage 3 or 4 (Gribben 2010). Although these staging systems assess risk, 

they are unable to predict an individual’s risk of disease progression when diagnosed with 

early stage disease (Herishanu and Polliack 2005). 

 In order to get a clearer prediction of a patient’s clinical course, additional prognostic 

markers can be used. Several prognostic markers have been defined in CLL including 

lymphocyte doubling time (Viñolas et al. 1987), IGHV mutational status, CD38 expression 

(Damle et al. 1999), ZAP-70 expression (Dürig et al. 2003), bone marrow histological pattern 

(Rozman et al. 1984), serum soluble CD23 levels (Sarfati et al. 1996), serum beta-2 

microglobulin (Di Giovanni et al. 1989) and cytogenetic aberrations including 17p deletions 

(Furman 2010). 

 

1.1.9 Treatments 

 Current treatment strategies for CLL include the use of chemotherapeutic agents and 

immunotherapy in the form of monoclonal antibodies. In rare cases radiotherapy or surgery 

are used to debulk or remove tissues with extensive CLL cell infiltration e.g. lymph nodes or 

spleen. The clinical management of CLL patients is usually based on the ‘watch and wait’ 

approach, whereby treatment is only administered upon the development of symptoms 

(Gribben 2010). 
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1.1.9.1Chemotherapy 

Alkylating agents 

 Chlorambucil and cyclophosphamide are the most widely used alkylating agents in 

CLL. The precise mode of action through which these drugs work remains unclear. 

Chlorambucil is however capable of binding to several cellular structures including 

membranes, proteins, RNA and DNA with DNA cross-linking thought to be the most 

important factor for its anti-leukaemic activity (Begleiter et al. 1996). Clinical trials of 

chlorambucil, administered with or without prednisone, showed initial response rates of 

between 60% and 70% but no significant complete responses (Byrd, Stilgenbauer and Flinn 

2004). Furthermore, chlorambucil did not prolong the survival of stage A CLL patients 

(Dighiero et al. 1998). When the clinical effect of chlorambucil was assessed against 

cyclophosphamide there was no significant difference in overall survival, complete response 

rates or duration of responses (Raphael et al. 1991). 

 

Purine analogues 

 Several purine anologues are currently used as treatments in CLL including 

fludarabine, cladribine and pentostatin. The incorporation of nucleotide phosphates from 

these compounds into the DNA of proliferating tumour cells induces cell death by apoptosis 

(Johnson and Thomas 2000). Fludarabine has been shown to inhibit enzymes involved in 

DNA synthesis including, DNA polymerase, DNA primase and DNA ligase. The enzyme 

ribonuclease, responsible for maintaining the cellular deoxynucleotide pool is also inhibited 

which increases the likelihood of fludarabine phosphate being incorporated into cellular DNA 

(Parker et al. 1988). Separate studies have shown that fludarabine and cladribine used as 
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single agents had similar clinical activity in CLL, whilst pentostatin showed less activity in 

this disease (Ricci et al. 2009). Several studies have also evaluated the effect of fludarabine in 

comparison to alkylator-based regimes in CLL. Patients treated with fludarabine had 

significantly higher complete response rates than alkylator-based chemotherapy (Zhu et al. 

2004). 

 

1.1.9.2 Monoclonal antibody therapy 

 Despite encouraging response rates with chemotherapy there are still several challenges 

to treating CLL patients. Chemotherapy alone has not led to an improvement in overall 

survival in CLL patients. The introduction of the monoclonal antibodies (mAbs) has 

revolutionised the treatment of CLL as well as other human malignancies (Held, Schubert 

and Pfreundschuh 2008). Rituximab and alemtuzumab are mAbs that target antigens on the 

surface of the CLL cells, inducing apoptosis through mechanisms including antibody directed 

cellular cytotoxicity (ADCC) and complement-dependent cytotoxicity (CDC). mAbs are 

considered to have lower toxicity than chemotherapeutics, probably due to the targeted nature 

of the antibodies which avoids damage to healthy tissue (Adams and Weiner 2005). 

Rituximab is a chimeric murine-derived mAb, capable of highly specific associations with its 

target antigen CD20. Although expressed weakly, CD20 can be found on virtually all CLL 

cells. Clinical trials using rituximab as a single agent showed higher response rates in 

untreated patients compared to relapsed or refractory patients. Furthermore, complete 

response rates remained low at 9% (Hainsworth et al. 2003).  

   Alemtuzumab is an antibody directed against CD52 found on a variety of 

haematopoietic cells including monocytes, macrophages, a small subset of granulocytes as 
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well as normal and malignant T- and B-lymphocytes (Fraser et al. 2007). The ubiquitous 

expression of CD52 means alemtuzumab usage is associated with increased toxicity when 

compared with other monoclonal antibodies such as rituximab. Common side effects include 

neutropenia, lymphopenia and infectious complications e.g CMV reactivation (Christian and 

Lin 2008). Clinical trials with alemtuzumab showed an overall response rate of 33% in 

fludarabine-refractory CLL patients and a 40% clinical response rate in patients with p53 

mutations and deletions (Keating et al. 2002). These studies suggest that alemtuzumab may 

be effective in subgroups of CLL patients with high-risk cytogenetic markers and may induce 

CLL cell death through a p53-independent mechanism. Alemtuzumab is now approved for 

the treatment of fludarabine refractory CLL patients (Montillo et al. 2008). 

 Novel antibodies that are currently in development for CLL include two anti-CD20 

antibodies, GA101 and ofatumumab which have shown improved efficacy when compared to 

rituximab (Robak 2008). In addition antibodies designed to block CLL cell migration to 

secondary lymphoid organs; which is necessary for CLL cell survival and proliferation are 

now being tested. These include natalizumab which targets the alpha 4 integrin CD49d and 

plerixafor which blocks the chemokine receptor CXCR4 (Burger et al. 2009).  

 

1.1.9.3 Combination therapies in CLL 

 Currently most patients receive intermittent treatment with periods of stable and 

progressive disease, however very little is known about when to start treatment or what 

combinations of drugs result in the best clinical outcome. Combining monoclonal antibodies 

with chemotherapy has been actively investigated, with the aim of improving treatment of 

CLL patients. Several studies have investigated the synergistic effect of fludarabine with 
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monoclonal antibodies including rituximab and alemtuzumab, with both found to have a 

synergistic effect with fludarabine in killing CLL cells (Di Gaetano et al. 2001). A recent 

study has also shown that the combination of fludarabine, cyclophosphamide and rituximab 

(FCR), induced an overall response rate of 74% in relapsed CLL patients including those 

with chromosome 17 abnormalities (Badoux et al. 2011). Furthermore a recent clinical trial 

showed that FCR treatment increased progression-free survival (PFS) and overall survival 

(OS) in symptomatic patients (Molica 2011). Currently FCR is regarded as the ‘gold 

standard’ for CLL treatment, but with new studies combining current therapeutic drugs as 

well as the advent of new novel therapies, future changes to the way CLL patients are treated 

seems inevitable.   

 Novel therapeutic agents in development include monoclonal antibodies as mentioned 

previously as well as BCR signalling antagonists including Bruton’s tyrosine kinase (BTK) 

inhibitors and PI3 kinase inhibitors. Both have shown promising and ongoing clinical 

responses in early phase І/ІІ clinical trials in CLL and have shown efficacy even in ‘high risk’ 

CLL patients (Woyach, Johnson and Byrd 2012). Blockade of BCR signalling may prevent 

upregulation of anti-apoptotic proteins such as BCL-2 necessary for CLL cell survival in vivo 

as well as interfering with signalling through chemokine receptors such as CXCR4 (Burger 

2011). Future clinical trials will help to establish whether remissions with such therapies can 

be maintained long-term of whether resistance mechanisms will develop. 

 

1.1.9.4 Stem cell transplantation 

 Haematopoietic stem cell transplantation (HSCT) is not a suitable treatment option for 

most CLL patients, in particular the frail and elderly due to the high treatment related 
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morbidity and mortality (Gribben 2009). It does however remain a potential treatment for 

high-risk CLL patients who are younger and likely to die from their disease (Mauro et al. 

1999). High-risk patients are defined as those with p53 mutations, purine analogue 

refractoriness or have early relapse after purine analogue combination therapy. There are two 

types of stem cell transplant available autologous (auto-SCT) and allogeneic (allo-SCT). 

Auto-SCT requires the infusion of haematopoietic stem cells derived from the patient’s blood 

or bone marrow, with the cytotoxicity seen in patients thought to be due to the accompanying 

high-dose chemotherapeutic regimen (Böttcher, Ritgen and Dreger 2011). Allo-SCT involves 

the transfer of stem cells from an HLA-matched donor and relies on an immune-mediated 

anti-host response or graft versus leukaemia (GVL) effect to kill CLL cells (Dreger and 

Montserrat 2002). Although allo-SCT is characterised by high treatment-related mortality 

compared to auto-SCT, it does have some significant advantages. Unlike auto-SCT, allo-SCT 

can overcome poor prognostic markers (e.g. p53 mutations) and has a lower incidence of 

relapse, with survival curves plateauing in the long-term suggesting a potential curative effect 

(Esteve et al. 2002). A recent study also showed that there was no difference in overall 

survival between patients receiving auto-SCT as first-line therapy compared to chemotherapy 

(Sutton et al. 2011). Further work is needed to try and identify prognostic markers that 

identify patients at sufficiently high risk as to warrant the use of allo-SCT, and to investigate 

the use of reduced intensity conditioning (RIC) allo-SCT in patients with poor performance 

status (Gribben 2009).  

 

1.1.9.5 The clinical efficacy of therapeutic treatments in CLL  

 In the past decade significant improvements in the way clinicians treat CLL has led to 

increased response rates and durations of responses in patients. This has included clinical 
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trials looking at the effects of combination drug treatments, at when to start treatment and at 

which patient groups are likely to benefit for such treatments (Byrd et al. 2004). Despite this 

CLL remains a largely incurable disease for the majority of patients, where almost 70% of 

CLL patients will die from causes related to CLL, with older patients (>80 years) nearly 

twice as likely to die than those between 40 and 59 (Diehl, Karnell and Menck 1999). The 

future development of novel agents to treat CLL is therefore warranted. 

   

1.2 The immune system 

 The immune systems’ central role is to protect the body from invasion by infectious 

pathogens. It is made-up of two separate arms, innate immunity and adaptive immunity. 

Innate immunity provides a rapid, non-specific, response to infection by pathogens that does 

not result in immunological memory. Alternatively, adaptive immunity is initiated in 

instances where the innate immune system is unable to resolve infection, resulting in the 

expansion of pathogen-specific effector cells. After pathogen clearance, a subset of these 

effector cells will persist in the body capable of responding to pathogen re-challenge 

(Janeway et al. 2008). 

 

1.2.1 Innate Immunity 

 The innate immune system is an evolutionary ancient part of the host defence system, 

which is made up of several components including anatomical barriers, secreted molecules 

and effector cells. Initial infection is prevented by the skin epithelium that provides a physical 

barrier to infectious agents. This barrier is aided by mucus and cilia found in such areas as the 

respiratory and gastrointestinal tract, which helps to trap and remove pathogens before they 
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cause damage. Furthermore secreted factors found in sweat, saliva and tears including 

lysozyme, phospholipase and defensins also have antimicrobial activity (Janeway et al. 

2008). 

      Once a pathogen penetrates into the tissues, humoral factors play an essential role in 

inducing acute inflammation characterised by oedema and the recruitment of innate immune 

effector cells. Components of the coagulation and complement systems aid the removal of the 

pathogen by increasing vascular permeability and attracting phagocytic cells to the site of 

infection. Activated complement can also lysis bacteria directly or facilitate opsonisation of 

antibody-bound pathogens by phagocytic cells.  

    Whereas the adaptive immune response relies on receptors encoded by rearranged gene 

segments, innate immune cells use germ-line encoded receptors capable of recognising 

molecular structures essential for microbe survival (Janeway 1989). These molecular 

structures or pattern-associated molecular patterns (PAMPs) are conserved by a number of 

pathogens e.g. Lipid A of Lipopolysaccharide (LPS) and are recognised by receptors termed 

pattern recognition receptors (PRRs) (Janeway and Medzhitov 2002). Several PRRs have 

been identified including mannose receptors (bacterial and viral carbohydrate), scavenger 

receptors (anionic polymers and acetylated low-density lipoproteins) and Toll-like receptors 

(various bacterial and viral components). Binding of infectious agents via PRRs can result in 

phagocytosis and the release of pro-inflammatory cytokines including IL-1, TNF-α and IL-6 

by phagocytes (Janeway et al. 2008). 

     Innate immune cells include natural killer (NK) cells, eosinophils, mast cells, 

neutrophils, macrophages and dendritic cells. These cells can differentiate into short-lived 

effector cells in response to inflammation and usually clear the infection without the need for 

an adaptive immune response (Medzhitov and Janeway 1997). Macrophages are mononuclear 
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phagocytes that mature from monocytes in the blood before moving to the tissues. They are 

the first cell to encounter antigen, after which short-lived neutrophils are recruited from the 

blood to the site of infection. Both cell types are important phagocytic cells able to recognise, 

ingest and destroy pathogens.  

      NK cells play an important role in the detection of stressed, infected or malignant cells. 

NK cells receive signals through surface activating receptors such as (NKG2D) or inhibitory 

receptors (Killer cell immunoglobulin-like receptors (KIRs), which can bind to Major 

histocompatibility complex (MHC) class I molecules (Pegram et al. 2011). During infection 

the balance of these signals can become disrupted in favour of activation, inducing 

proliferation, IFN-γ production and release of cytotoxic granules from NK cells 

(Lakshmikanth et al. 2009).  

 

1.2.2 Adaptive immunity 

 Unlike the innate immune system, the adaptive immune response requires some time to 

react to antigen, is antigen specific and demonstrates immunological memory, capable of 

rapid responses to subsequent re-challenge with the same antigen. The adaptive immune 

system is composed of two components, antibody-producing B-cells forming the humoral 

component and T-lymphocytes the cell-mediated component. Both T- and B-lymphocytes 

differentiate from a common lymphoid progenitor in the bone marrow with T-cells then 

migrating to the thymus to complete their maturation process. Following maturation, both T- 

and B-cells enter the circulation with functional maturation of B-cells occurring in the 

secondary lymphoid organs (e.g. lymph nodes and spleen) (LeBien and Tedder 2008).   
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1.2.2.1 Humoral responses 

 B-cells are lymphoid cells that are produced in the bone marrow and develop in 

lymphoid tissues such as the LNs and spleen. They are characterised by their expression of 

surface markers including CD19 and CD20. CD19 is expressed on virtually all B-cell lineage 

cells and is a regulator of intercellular signal transduction, whilst CD20 is expressed on 

mature B-cells and functions as a membrane calcium channel. CD5 is found on a subset of 

IgM-secreting B-cells in healthy individuals and has been shown to be highly expressed on 

tumour B-cells in CLL patients (LeBien and Tedder 2008).  

     The protection of extracellular spaces is mediated by B-cell derived antibodies, which 

contribute to the destruction of extracellular pathogens, and prevent the spread of intracellular 

pathogens. Antigens activate B-cells through their engagement with surface BCR causing B- 

cell differentiation into antibody-secreting plasma cells and memory B-cells. The process of 

B-cell activation usually requires additional signals provided by T helper cells in the form of 

CD40-CD40L interactions and cytokines.              

      Antibodies act through multiple mechanisms in order to facilitate the destruction of 

pathogens. They can bind toxins and antigens on the surface of pathogens preventing their 

spread and entry to cells or facilitate opsonisation of the antigen by phagocytic cells 

possessing FC receptors, which are capable of recognizing the antibody C-region. 

Alternatively pathogen-bound antibodies can activate proteins of the complement system 

which can lyse microorganisms directly or facilitate opsonisation of the pathogen by binding 

to complement receptors on phagocytic cells (Janeway et al. 2008).    
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1.2.2.2 Cell mediated immune responses 

 The main cellular subset that mediates adaptive cellular immunity are T-lymphocytes 

which express αβ T-cell receptors (TCRs) on their surface, capable of recognising antigens in 

the form of short peptides presented on the surface of cells. These foreign peptides are 

delivered and presented onto the surface of cells by glycoproteins called major 

histocompatibility complex (MHC) molecules. There are two classes of MHC molecules, 

MHC class I molecules are presented on all nucleated cells whereas MHC class II molecules 

are normally only expressed on antigen presenting cells (APCs).  

 Generally T-cells can be categorised into two groups based upon their surface 

expression of CD4 or CD8. Peptides derived from intracellular pathogens present in the 

cytosol are carried to the cell surface and presented on MHC class I molecules to CD8
+
 T-

cells. Peptide antigens from pathogens that multiply in intracellular vesicles or are ingested 

from an extracellular source are processed and presented to CD4
+
 T-cells on MHC class II 

molecules (Janeway et al. 2008).    

 

Priming T-cell responses 

 Upon activation, professional APCs including macrophages, dendritic cells (DC) and 

B-cells are all capable of activating naїve T-cells to produce armed effector cells. The most 

important APCs for T-cell priming are the DCs that reside in peripheral tissues, which are 

common sites of infection (e.g. skin, mucosal surfaces). In peripheral tissues, DCs are 

constantly sampling the environment, taking up both self and non-self-antigens, degrading 

and processing and presenting them on MHC class I and II molecules (Banchereau et al. 

2000). Upon infection inflammatory cytokines help activate DCs, whilst PAMP recognition 
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by DC surface PRRs induce expression of the co-stimulatory molecules CD80/CD86. 

Activated DCs expressing co-stimulatory (CD80/CD86) and adhesion molecules 

(Intercellular Adhesion Molecule 1(ICAM-1, ICAM-3) and Lymphocyte function-associated 

antigen (LFA-3)) migrate to lymph nodes, where they fully mature into highly effective 

APCs capable of interacting with and activating naїve T-cells (Guermonprez et al. 2002). 

Both macrophages and B-cells can be similarly induced by PRRs on their surface to 

upregulate co-stimulatory molecules and act as APCs. Thus the initiation of an innate 

immune response hastens the movement of APCs to the LNs where they can interact with T-

cells.  

   Upon arrival in the LNs, DCs lose their ability to capture new antigen and distribute 

throughout the cortex in the T-cell areas. Naїve T-cells circulate continuously from the blood 

to the lymphoid organs directed by the chemokine CCL21 (Flanagan et al. 2004), where they 

come into contact with thousands of APCs allowing sampling of MHC:peptide ligands 

(signal 1). The recognition of a specific MHC:peptide by the naїve T-cell TCR is by itself not 

sufficient for T-cell activation. Activation is dependent on a secondary signals (signal 2) 

provided through CD28 ligation on the T-cells to CD80/CD86 on the activated DCs. Naїve 

T-cells that receive both signal 1 and signal 2 then cease to migrate and undergo several 

rounds of expansions before becoming armed effector cells capable of leaving the lymph 

node and migrating to the site of infection (Janeway et al. 2008).    

 

CD4
+
 T-cells 

 CD4
+
 T-cells are a heterogeneous population of cells including effector T-cells 

important in protection against pathogens, and regulatory T-cells (Tregs, TH3, TR1) that 
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protect against autoimmunity (Parish and Liew 1972, Jonuleit and Schmitt 2003). In 1986 

Mosmann et al, identified the existence of two main subsets of effector CD4
+
 T-cells, Th type 

1 (Th1) and Th type 2 (Th2), from which several subgroups including Th0, Th17, Th9 and 

Th22 have been subsequently identified (Mosmann et al. 1986, Jutel et al. 2001). The 

polarisation towards a Th1 or Th2 response was found to be dependent on environmental 

cytokines, with Th1 responses critical for immunity to intracellular microorganisms favoured 

by the presence of IFN-γ and IL-12 and Th2 responses important for immunity to 

extracellular pathogens favoured by IL-4 and IL-25 (Paul and Seder 1994).     

     Th1 cells produce several pro-inflammatory cytokines such as IFN-γ, TNF-α and IL-2. 

Initial production of IL-12 from APCs in response to specific activation signals acts on NK 

cells inducing the production of IFN-γ. In turn IFN-γ acts on CD4
+
 T-cells inducing the 

expression of IL-12Rβ2 and later IL-18Rα on Th1 cells. This allows Th1 cells to respond 

directly to IL-12, which can synergise with IL-18 to induce IFN-γ production from Th1 cells 

even in the absence of TCR stimulation (Yang et al. 2001). Th1 cells activate macrophages 

enabling destruction of intracellular organisms and on B-cells to promote the production of 

strongly opsonising antibodies (IgG1 and IgG3) (Herbst, Schaible and Schneider 2011). Th2 

cells can produce cytokines such as IL-4, IL-5, IL-9 and IL-13. Th2 cells also aid the 

activation of B-cells promoting IgE class switching in the presence of IL-4 whilst Th2 cell 

derived IL-5 is a major eosinophil-differentiation factor promoting proliferation and survival 

(Zhu and Paul 2008). 

       CD4
+
 T-cells also play a crucial role in the initiation of CD8

+
 T-cell responses. 

Activation of CD4
+
 T-cells induces the upregulation of CD40L, which can bind to CD40 on 

APCs promoting their activation and upregulation of co-stimulatory molecules including 

CD80/CD86. This process facilitates the activation/licensing of DCs allowing them to present 
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already captured antigens to CD8
+ 

T-cells. Activated CD8
+
 T-cells can then synthesise IL-2, 

which acts in an autocrine fashion by binding to surface IL-2R to drive proliferation and 

differentiation. Moreover, the presence of IL-2 during CD8
+
 T-cell priming has been shown 

to be crucial for CD8
+
 memory T-cell development (Williams, Tyznik and Bevan 2006). 

CD4
+
 T-cell are also able to produce their own cytokines such as IL-2 and IFN-γ as well as 

stimulating DCs to produce IL-12 and IL-15. Together these cytokines can promote CD8
+ 

T-

cell proliferation, survival and enhance CTL cytotoxicity (Zhang, Zhang and Zhao 2009b). 

 

Regulatory T-cells 

 Regulatory T-cells (Tregs) play an important role in maintaining peripheral tolerance 

including; prevention of autoimmunity, modulating immune responses to pathogens or 

environmental stimuli, and maintaining immune homeostasis (Sakaguchi et al. 2009). They 

may however have a negative role in preventing immune responses to tumours, with 

increased Tregs cells found in several solid cancers (lung, breast, pancreatic, liver) and 

haematological malignancies (Hodgkin’s lymphoma, CLL) (Beyer and Schultze 2006). 

Subsequent studies have identified correlations between increased Tregs and poor prognosis 

in several cancers (Zhou et al. 2009). Tregs are defined by their expression of surface CD4, 

CD25, CTLA-4, glucocorticoid-induced TNF receptor (GITR) and intracellular expression of 

FOXP3. This transcription factor is essential for the function, maintenance and development 

of regulatory T-cells, but its presence does not necessary indicate a regulatory phenotype 

(Hori, Nomura and Sakaguchi 2003). Two types of regulatory cells have been identified; 

those that originate in the thymus called natural Tregs cells (nTreg) and those that are 

generated in the periphery named adaptive or induced Treg cells (iTreg). No markers have 

yet been identified to differentiate between both types, but iTreg development has been 
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shown to require TCR stimulation as well as the cytokines TGF-β and IL-2 (Curotto de 

Lafaille and Lafaille 2009).   

     The exact mechanism of Treg mediated suppression of immune responses is still 

unknown but is thought to occur in a contact-dependent manner with soluble mediators also 

contributing. Tregs produce inhibitory cytokines IL-10, IL-35 and TGF-β, with IL-10 and 

TGF-β production shown to be crucial in Treg regulation in asthma and allergy models 

(Joetham et al. 2007). Tregs may also disrupt normal effector T-cell development by 

sequestering IL-2 and inhibiting IL-6 expression responsible for promoting pro-inflammatory 

Th17 cell development (Oukka 2007). Human Tregs also have cytotoxic activity and are able 

to induce apoptosis of effector T-cell and NK cells through both granzyme-dependent and 

TRAIL-DR5-dependent pathways (Cao et al. 2007). Other surface markers including the 

immunosuppressive molecule CTLA-4, are constitutively expressed on Tregs and may play a 

role in suppressing not only T-cells but also important activators of effector T-cells including 

DCs (Read, Malmström and Powrie 2000).  

 

NK T-cells and Gamma delta (γδ) T-cells 

NK T-cells and γδ T-cells play a crucial role in bridging the gap between the innate and 

adaptive immune responses. NK T-cells are a population of T-cells that share properties of 

NK cells and are thought to have a regulatory role in controlling immune responses to 

infections and tumours (Guven et al. 2003). They express an invariant TCR composed of an α 

and β chain which recognises CD1d in conjunction with hydrophobic ligands. Upon TCR 

ligation NK T-cells have been shown to secrete several cytokines including IL-4, IL-10 and 

IFN-γ (Godfrey et al. 2000). 



   INTRODUCTION 

24 

 

    Gamma delta T-cells express γδ T-cell receptors and typically represent between 1-10% 

of human T-lymphocytes (Kunzmann and Wilhelm 2005).  In contrast to αβ T-cells, γδ T-

cells recognize small non-peptidic phospohorylated metabolites which do not require 

processing and presentation by MHC class molecules. These metabolites are produced by a 

broad range of microorganisms including bacteria and parasites. Several functions have been 

described for γδ T-cells including elimination of intracellular microorganisms (bacteria, 

parasites and viruses) and tumour cells, as well as roles in regulating immune homeostasis. 

Upon activation γδ T-cells can also act in a similar fashion to APCs, presenting antigens and 

providing co-stimulatory signals to CD8
+
 T-cells (Brandes et al. 2009).   

 

CD8
+
 T-cells 

The detection of cells infected with intracellular pathogens e.g. viruses, bacteria and 

parasites is mediated by cytotoxic CD8
+
 T-cells through the recognition of foreign peptide 

bound to surface MHC class I molecules on APCs. Peptides derived from pathogens are 

generated in the cytosol through degradation by the proteasome. These peptides translocate 

into the endoplasmic reticulum (ER) through the transporter associated with antigen 

processing (TAP), where they associate with newly formed MHC class I molecules. These 

peptides: MHC class I complexes can then be transported to the cell surface, where the short 

8-10 amino acid peptides are presented to CD8
+
 T-cells (Pamer and Cresswell 1998).  

   The initial binding of CD8
+
 T-cells to an APC is a non-specific interaction mediated by 

adhesion molecules LFA-2 and CD2. Levels of the molecules are up to four-fold higher on 

armed effector T-cells compared to naїve T-cells, allowing efficient binding to cells 

expressing low levels of ICAMs and CD58. Upon recognition of antigen-specific peptide: 
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MHC class I complexes, CD8
+
 T-cells form an immunological synapse. The T-cell receptor 

and associated co-receptor cluster at the point of contact called the central supramolecular 

adhesion complex (SMAC) and are flanked by adhesion molecules including LFA-1 making 

up the peripheral SMAC (Ramsay et al. 2008). Clustering of the TCR at the contact point 

initiates reorganisation of the cell’s actin cytoskeleton, aligning the effector cell’s secretory 

apparatus towards the target cell (Valitutti et al. 1995).    

       Activation of CD8
+
 T-cells induces 2 key effector functions; the release of cytokines 

and the induction of target cell death. Cell killing can be mediated through the release of 

cytolytic granules containing perforin, serine proteases (granzymes) and granulysin. Perforin 

disrupts the target cell’s membrane integrity whilst granzymes activate caspases, which 

ultimately lead to DNA degradation and cell apoptosis. Granulysin causes direct target cell 

membrane damage as well as mitochondrial depolarisation, resulting in caspase-3 activation 

(Kaspar et al. 2001). CD8
+
 T-cell expression of these granule components requires specific 

cytokine signals delivered through the upregulation of IL-2 and IL-6R expression upon TCR-

stimulation (Russell and Ley 2002).    

     The existence of an alternative CD8
+
 T-cell killing mechanism was made upon 

discovery that effector T-cells from perforin knockout mice still retained the ability to lyse 

target cells (Kägi et al. 1994). This pathway is widely thought to be mediated by the calcium 

independent Fas/FasL pathway with other apoptotic pathways such as TNF-related apoptosis 

inducing ligand (TRAIL) playing a lesser role in target cell elimination (Johnstone, Frew and 

Smyth 2008). The Fas/FasL pathway is responsible for clearance of T-cell clones after 

antigen elimination, inactivation of autoreactive peripheral T-cells, allograft rejection and 

clearance of damaged or abnormal cells (Henkart 1994). Upon T-cell activation, FasL is up 

regulated onto the surface which can engage Fas expressed on target cells leading to 
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activation of caspase-8 and the subsequent downstream activation of caspase-3 (Waring and 

Müllbacher 1999).  

    Activated CD8
+
 T-cells are also capable of secreting several cytokines including IFN-γ, 

TNF-α and TNF-β, that act to enhance pathogen recognition and destruction. IFN-γ can 

inhibit viral replication directly as well as enhancing antigen presentation by increasing MHC 

class I expression on the surface of target cells. TNF-α and TNF-β have also been shown to 

synergise with IFN-γ to promote macrophage activation allowing them to move to sites of 

infection and increase their antigen presenting capability (Janeway et al. 2008).    

 

Memory T-cell responses  

Following the resolution of infection, T-cells that have been activated and expanded 

undergo apoptosis, with a small population of antigen-specific T-cells known as memory 

cells persisting and forming the basis of immunological memory. These memory cells show a 

low activation threshold and are capable of proliferating and acquiring effector function in 

response to a second encounter with a pathogen, resulting in long-term protective host 

immunity. Unlike naïve T-cells, memory T-cells are capable of proliferating in an antigen-

independent manner in the presence of IL-7 and IL-15, which is crucial in the maintenance of 

both memory CD4
+
 and CD8

+
 T-cells (Seddon, Tomlinson and Zamoyska 2003). 

     Two types of memory T-cell have been defined based on their ability to mount effector 

function and their expression of homing receptors to secondary lymphoid organs (Sallusto et 

al. 1999). Central memory T-cells (TCM) express CD45RO, as well as CCR7 and CD62L, 

which are required for migration into secondary lymphoid organs. TCMs can be stimulated 

by mature DCs present in the LNs, where upon activation they produce mainly IL-2 before 
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differentiating into CCR7
-
 effector cells capable of secreting IFN-γ or IL-4. Effector memory 

T-cells (TEM), express CD45RO but unlike TCM cells have lost the expression of CCR7. 

These cells display chemokine receptors and adhesion molecules facilitating migration to 

inflamed tissue (gut, lungs and liver) where upon activation, they have rapid effector function 

(Campbell et al. 2001). Highly differentiated effector memory cells or TEMRA are closely 

related to TEM cells but have lost their expression of CD45RO and instead re-express 

CD45RA. Both TEM and TEMRA have a lower proliferative potential than TCM and are 

characterised by increased levels of senescent T-cells. Analysis of TEM cells showed they 

carry large amounts of perforin with TEMRA shown to carry the highest levels. CD4
+
 and 

CD8
+
 TEM also secrete a broader spectrum of cytokines than naïve T-cells including IFN-γ, 

IL-4 and IL-5.   

     Both TEM and TCM cells are thought to represent different states of memory T-cell 

activation. TCM cells closely resemble naïve T-cells which are maintained in a state of low-

level activation with low relative turnover and expression of activation markers (Sallusto et 

al. 1999). In comparison TEM resemble effector cells, overtly activated with the expression 

of integrins and chemokine receptors necessary for entry to non-lymphoid organs. There is 

also evidence to suggest that the cytokine milieu and site of T-cell activation can influence 

the expression of homing receptors on memory T-cells (Baron et al. 1993).    

          The lineage of memory T-cell development has not yet been fully characterised. Three 

pathways have been proposed, the first being the linear pathway of memory T-cell 

development whereby memory T-cells develop from effector cells generated in response to 

infection (Figure 1.2). Several studies have subsequently supported this theory with one 

identifying a population of effector cells with high expression of CD127 and IL-7Rα as 

precursors for CD8
+
 memory T-cells (Kaech et al. 2003). The second, named the divergent 
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pathway suggests naïve T-cells can give rise to daughter cells capable of differentiating into 

both effector and memory T-cells (Kaech, Wherry and Ahmed 2002). This direct process of 

memory T-cell development may occur during the end of an infection when T-cells still 

receive antigen and co-stimulatory signals but there is an absence of inflammatory milieu e.g. 

IL-12, IFN-γ and IL-21 (Kalia et al. 2006). The last model suggests that memory T-cell 

development can be dictated by the length of antigen stimulation on effector cells with short 

periods of stimulation favouring central memory T-cells and longer periods favouring 

effector memory T-cell development.   

     During periods of extended antigenic stimulation, T-cells can become dysfunctional 

and enter a state of exhaustion. T-cell exhaustion is defined by loss of proliferative capacity, 

expression of inhibitory receptors (e.g. PD-1, TIM-3 and LAG-3) and poor effector function 

(Freeman et al. 2006, Sakuishi et al. 2010). Exhaustion has been demonstrated in various 

mouse models as well as during chronic infections and in cancer. It effects both CD8
+
 and 

CD4
+
 T-cells and represents a distinct state of T-cell differentiation different from effector or 

memory T-cells (Yi, Cox and Zajac 2010). The cause of T-cell exhaustion remains unclear 

but it is believed, the persistence of antigen, presence of suppressive cytokines IL-10 and 

TGF-β and inhibitory receptor signals have a role in promoting T-cell exhaustion (Wherry 

2011). 
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Figure 1.2 Models of memory T-cell development (Adapted from Kaech et al. 2002). The 

first model represents a divergent pathway whereby antigen stimulation gives rise to both 

effector and memory cells (a). The second model represents the linear pathway with antigen 

stimulation of naїve cells initially giving rise to effector cells which may develop into 

memory cells once the antigenic stimulation has gone (b). In the last model the generation of 

a memory phenotype is dictated by the length of antigen stimulation: short stimulation 

favours central memory T-cells and longer stimulation favours effector memory T-cell 

development.  
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1.3 Cancer immunology 

The concept of the immune system playing a role in the recognition and destruction of 

tumours was first conceived by Ehrlich et al in the early 20th century and later developed by 

Thomas and Burnet into the hypothesis of cancer immunosurveillance (BURNET 1957). This 

hypothesis suggested that the development and accumulation of tumour cells with new 

antigenic markers may induce an effective immunological reaction which clears the tumour 

before symptoms become apparent. In mouse models protection from tumour formation was 

found to be dependent on IFN-γ and perforin, with both contributing independently towards 

the anti-tumour effector function (Kaplan et al. 1998). IFN-γ and perforin are secreted by 

several lymphocytes including CD8
+
 T-cells and NK cells which pointed to specific cell 

types being important in tumour surveillance. Using genetic, immunochemical and functional 

ablation methods to deplete cell subtypes in mouse models, both innate (γδ T-cells) and 

adaptive (NK and αβ T-cells) cellular responses were subsequently found to be important in 

tumour surveillance (Shankaran et al. 2001). 

Whether this theory of immunosurveillance can be directly applied to humans remains 

to be determined. Early follow up studies of immunosuppressed individuals including 

transplant and AIDS patients as well as those with immunodeficencies show a significantly 

higher risk of tumour development, however these are often virus associated malignancies 

(Dunn et al. 2002). There is however little evidence of immunosurveillance for non-viral 

cancers such as melanoma and pancreatic cancer. 

The fact that tumours can develop in individuals with intact immune systems 

demonstrates that immunosurveillance is not 100% effective. In 2002 Dunn et al, put forward 

the idea of immunoediting, which suggested that tumour development is shaped by three 

phases; elimination, equilibrium and escape. Tumour cells that are not initially eliminated by 
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the immune system enter a second phase of equilibrium where they are immunologically 

shaped to produce new tumour variants able to escape immune recognition. The malignant 

cells can then grow out and become detectable in the escape phase which is associated with 

immunological anergy and tolerance towards the tumour (Dunn, Old and Schreiber 2004). If 

these series of events are correct they pose several key questions for immunologists a) what is 

the cause of this switch between host protection and no protection and b) can we reverse this 

immunological anergy and tolerance in order to restore host protection?   

 

1.3.1 Immune responses to cancer cells 

In mammals several cell types including B, T, NK cells and macrophages have proven 

to have tumouricidal effects. B-cells are capable of binding auto-antigens expressed on 

apoptotic tumour cells and have been shown to infiltrate tumour sites. Naturally occurring 

anti-tumour antibody responses are associated with improved survival in breast cancer and 

may be enhanced after chemotherapy (Karanikas et al. 2009). Macrophages are capable of 

direct cytotoxic responses either through the release of lytic factors such as serine proteases 

and reactive nitrogen intermediates into the neoplastic cell or through antibody dependent 

cellular cytotoxicity (ADCC). They can also influence immune responses indirectly through 

the release of pro-inflammatory cytokines (IFN-γ, TNF-β and IL-1β) which can help 

stimulate the anti-tumour activity of NK and T-cells (Gough et al. 2001).  

NK cells as well as T-cells play a crucial role in the defence against tumour cells, 

virally infected and some bacterially infected cells. NK cells possess both activating and 

inhibitory receptors, which synergise to help NK cells respond to changes in MHC class 1 

molecules found on most somatic cells. MHC class 1 receptor: ligand interactions can induce 
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inhibitory signals to be sent to NK cells, blocking activation through the recruitment of 

tyrosine phosphatase SHP-1 to the ITIM in the receptor’s cytoplasmic tail (Rajagopalan and 

Long 2010). Down regulation of MHC class 1 molecules during viral infection and 

carcinogenesis leads to the removal of this inhibitory signal and allows the activation of the 

NK cell (Adam, Odhav and Bhoola 2003). NK cells also possess natural killer receptors 

(natural cytotoxicity receptors (NCR) or DNAX assessory molecule-1 (DNAM-1)), which 

bind ligands expressed on the surface of tumour cells (Lakshmikanth et al. 2009). They can 

also release pro-inflammatory cytokines such as IFN-γ and TNF-α that promote the 

development of Th1 type responses.  

 

1.3.1.1 T-cells in tumour surveillance 

T-cells play a crucial role in preventing the development and progression of neoplastic 

cells. T-cell surveillance of tumour development and growth depends on T-cell recognition of 

tumour-associated antigens (TAA) in the form of peptides, processed and presented by 

neoplastic cells on MHC molecules. These TAAs can be self-antigens or modified self-

antigens, which are over expressed on tumour cells but are barely detected on healthy tissue. 

There are 3 different classes of TAA: the first are neoantigens which are peptides derived 

from mutations in tumour cells, the second are self-antigens which are mainly proliferation 

and differentiation markers over expressed by tumour cells and the third group are modified 

self-antigens due to tumour-specific post translational modifications (Palena and Schlom 

2010). In cases where tumour formation is associated with infection with DNA or RNA 

oncogenic viruses, (10-15% of cancers worldwide) viral protein can act as TAAs if broken 

down and presented on MHC molecules (Martin and Gutkind 2008). 
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     T-cells with high affinity receptors for MHC:self-peptides are normally deleted during 

T-cell development in the thymus with T-cells in the periphery that are reactive to TAAs 

restricted to those with low affinity T-cell receptors that may be tolerant to the tumour  

(Töpfer et al. 2011). T-cell responses to TAAs have however been identified in solid tumours 

(Melanoma: MAGE-1 and MART-1) as well as blood borne tumours (CLL: MDM2, 

Fibromodulin) (Traversari et al. 1992). Interestingly the frequency of these TAA specific T-

cells are higher in cancer patients than in healthy donors; where they are generally of a naïve 

phenotype. However both T-cells from patients and healthy donors have the potential to kill 

tumour cells (Marincola et al. 1996). In vitro priming of T-cells from melanoma patients 

using peptide loaded DCs revealed a subset of T-cells capable of killing autologous tumour 

cells (Yee et al. 2002). T-cell tolerance to tumours may therefore be relative but not absolute, 

with even low affinity T-cells capable of discharging effector function if properly activated 

(Pardoll 2002).  

     Both CD4
+
 and CD8

+
 T-cells play an important role in anti-tumour immune responses. 

CD8
+
 T-cells however are thought to be more important in the detection of tumour cells due 

to the fact that most non-haematopoietic tumours express MHC class I and the activation of 

CD8
+
 T-cells results in a direct cytotoxic response towards the target cell. CD4

+
 T-cells are 

thought to support CD8
+
 T-cell anti-tumour responses. CD40L present on CD4

+
 T-cells can 

engage CD40 on APCs helping activate tumour-specific CD8
+
 T-cells through cross priming. 

CD4
+
 T-cells were also shown in mouse tumour models, to produce both Th1 type cytokines 

such as IFN-γ; which can activate macrophages and Th2 cytokines e.g. IL-4; which recruits 

anti-tumour effector cells such as tumourcidal eosinophils. CD4
+
 T-cells can also recognize 

tumour antigens presented by MHC class ІІ molecules on macrophages (Hung et al. 1998). It 
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is however important to point out certain subsets of CD4
+
 T-cells can have a negative effect 

on anti-tumour immune responses as highlighted by FOXP3
+
 Tregs.        

      

1.3.2 Tumour evasion of T-cell responses  

As discussed previously, selective pressures put on tumour cells by the immune system 

may select for tumour variants able to escape immune recognition. Tumour cells display 

multiple immunosuppressive mechanisms that can directly or indirectly suppress T-cell 

responses. This includes; creation of a tumour microenvironment that promotes Treg 

production, increased surface expression of immunosuppressive molecules and reduced 

expression of molecules involved in antigen presentation. All of these mechanisms could in 

isolation or combination facilitate immune escape (Zou 2005) (Figure 1.3). The tumour 

microenvironment has been shown to induce the tolerance of both tumour specific CD4
+
 and 

CD8
+
 T-cells including skewing cytotoxic T-lymphocyte (CTL) maturation towards a 

preterminally differentiated state preventing effective CTL responses (Staveley-O'Carroll et 

al. 1998). Tumour suppressive mechanisms are also thought to co-operate in both early and 

advanced stages of cancer leading to a loss of immunological control and tumour progression. 
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Figure 1.3 Suppression of T-cells mediated by CLL cells (Riches, Ramsay and Gribben 

2010). Tumour cells display a reduced level of surface co-stimulatory molecules and increase 

surface expression of immunosuppressive molecules to block T-cell activation. Contact-

dependent changes in genes involved in cytoskeleton rearrangements and cytotoxicity in T-

cells can inhibit anti-tumour immune responses. Tumour cells also secrete suppressive 

cytokines such as IL-10 that promote the development of a Th2 phenotype.  

 

 

1.3.2.1 Reduction in tumour antigen presentation capacity  

One of the best-studied immune evasion strategies deployed by tumours is the 

impairment of antigen presentation (Rivoltini et al. 2002). Complete loss and/or down 

regulation of surface MHC class I expression has been observed in several cancers including 

colorectal, prostate, cervical carcinoma and melanoma. This down regulation can inhibit 

CD8
+
 T-cell recognition of the tumour. The genetic instability of cancer cells can lead to a 
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loss of MHC class I expression through the accumulation of genetic abnormalities including 

mutations in the HLA class I genes and beta 2-microglobulin gene (Hicklin, Marincola and 

Ferrone 1999). Defects in cytokine signalling pathways in cancer lines have also been shown 

to reduce MHC class I upregulation upon IFN-γ stimulation (Respa et al. 2011).    

     Antigen presentation in tumour cells can also be effected by abnormal peptide 

processing which has been observed in lung and renal cancer and lymphoma (Hicklin et al. 

1999). Defects in proteosome subunits LMP2/LMP7 and TAP can affect the spectrum of 

peptides presented on MHC class I allowing the preferential expression of peptides which 

disfavour CTL recognition and activation.  

       For optimal T-cell activation T-cells not only require antigen-specific triggering of 

their TCR but also additional co-stimulatory signals through CD28:CD80/CD86 ligation. In 

the absence of co-stimulation T-cells undergo anergy and become tolerised to the tumour.  

Down regulation of CD80 and CD86 molecules have been described in several solid and 

haematological malignancies including CLL that may inhibit T-cell recognition and 

activation (Fujiwara et al. 2004, Dai et al. 2009, Grzywnowicz et al. 2012). Furthermore 

CD80/CD86 expression has been associated with better overall survival in nasopharyngeal 

carcinoma (Chang et al. 2007). 

 

1.3.2.2 Expression of immunosuppressive molecules  

As well as co-stimulatory signals, the B7 family can provide negative signals that 

control and suppress immune responses. B7-H1 (PDL-1) is expressed on several human 

cancers where upon binding to its counter-receptor PD-1 can induce apoptosis, anergy or 

exhaustion of T-cells (Rabinovich, Gabrilovich and Sotomayor 2007). PD-1 belongs to a 
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family of proteins that negatively regulate T-cell responses including CTLA-4 and BTLA. 

PD-1 ligation on T-cells leads to the recruitment the protein tyrosine phosphatase SHP-2 

which interfere with TCR signalling by dephosphorylating downstream effector molecules 

syk, ZAP70 and PI3K (Keir et al. 2008). Tumour cells can also release soluble forms of PDL-

1 with high serum levels associated with worse prognosis in renal cell carcinoma (Frigola et 

al. 2011).  

    CD200 is the ligand for the inhibitory immune receptor CD200R which is highly 

expressed on a variety of cancer cells including solid tumours e.g. melanoma and ovarian 

cancer and haematological malignancies e.g. acute myeloid leukaemia (AML),  multiple 

myeloma (MM) and CLL (Rygiel et al. 2011, El Desoukey et al. 2012, Palumbo et al. 2009). 

Although the role of CD200-CD200R interactions in tumour immunology remains unclear, 

CD200 expressed on tumour cells has been shown to inhibit anti-tumour T-cell responses. 

This inhibition may occur through direct interaction of CD200 with CD200R expressed on T-

cells or through the inhibition of CD200R expressing cells of the macrophage lineage, which 

is associated with Th2 cytokine production and Treg induction (Hoek et al. 2000). 

 

1.3.2.3 Secretion of immunosuppressive cytokines and soluble inhibitory factors 

Tumour cells are known to secrete an array of immunosuppressive cytokines capable of 

inhibiting T-cell responses and favouring tumour progression. Analysis of cytokines present 

in the tumour microenvironment identified low levels of GM-CSF, IL-4, IL-12 and IFN-γ 

that are essential for DC maturation and T-cell priming, and an abundance of IL-6, IL-10, 

TGF-β that have suppressive properties (Freedman et al. 2004, Buggins et al. 2008). IL-10 

and TGF-β secreted by tumour cells can act in an autocrine fashion promoting tumour cell 
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growth, whilst inducing the differentiation of tumour reactive CD4
+
 T-cells to become 

regulatory FOXP3
+
 T-cells (Chen, Benoist and Mathis 2005). TGF-β is also known to inhibit 

T-cell activation, proliferation and transcription of genes encoding perforin and granzyme A 

and B necessary for cytotoxic T-cell responses (Thomas and Massagué 2005). Elevated levels 

of TGF-β have been associated with poor prognosis in breast and lung cancer (Walker and 

Dearing 1992).  

 

1.3.2.4 Resistance to T-cell killing mechanisms 

Tumour cells possess a series of mechanisms aimed at preventing and protecting them 

from cytotoxic T-cells. The loss of FAS and TRAIL receptors due to tumour-associated 

mutations and the secretion of soluble decoy receptors (sCD95) and TRAIL-R4/R5, help 

tumour cells avoid CTL death receptor-mediated killing (Park et al. 2001, Shin et al. 2001). 

Resistance mechanisms to granzyme/perforin mediated CTL attack have also been described 

including the expression of serine protease inhibitor PI-9/SPI-6 in murine and human cancers 

resulting in resistance of tumour cells to granzymes (Bird et al. 1998). 

   The over expression of anti-apoptotic proteins including members of the BCL-2 family 

BCL-X and MCL-1 in tumours as well as reduced expression of pro-apoptotic proteins have 

been described in several cancers including CLL (Findley et al. 1997, Pepper et al. 2008). A 

high level of the anti-apoptotic regulator FLICE inhibitory protein (C-Flip) in melanoma cells 

is associated with resistance to TRAIL-mediated but not perforin/granzyme-mediated killing 

(Griffith et al. 1998). In addition, increased levels of serine protease inhibitor (serpins) have 

also been shown in haematological malignancies which may protect them from granzyme B 

mediated killing (Riewald et al. 1998). 
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1.3.2.5 Contact dependent inhibition of T-cells 

Direct suppression of T-cells upon contact with tumour cells has been described in 

CLL. T-cells/tumour cell contact in CLL led to defective actin polymerisation and impaired 

immunological synapse formation between T-cells and tumour cells. Furthermore differential 

gene expression was seen in both CD4
+
 and CD8

+
 T-cells including genes involved in 

cytotoxicity (Ramsay et al. 2008). Increased surface expression and secretion of FAS-L and 

TRAIL by tumour cells may also induce T-cell death by interacting with the corresponding 

receptor on T-cells (Shiraki et al. 2005). 

 

1.3.2.6 Stimulation of regulatory and suppressive cell populations 

Elevated numbers of Tregs have been found in both solid tumour as well as 

haematological malignancies (Ustun et al. 2011). Stage-dependent increases in Tregs have 

been shown in CLL (Giannopoulos et al. 2008), whilst in solid tumours the appearance of 

Tregs at the tumour site has been linked to worse prognosis (Beyer and Schultze 2006). 

Although the precise mechanism of inhibition is unclear, Tregs inhibit T-cell, DC and NK 

cell function in a contact and dose-dependent manner (Trzonkowski et al. 2004). At least part 

of Treg suppressive activity is thought to be due to the surface expression of inhibitory 

molecules PD-1 and CTLA-4 and the secretion of IL-10 and TGF-β. Both activated natural 

Tregs as well as induced Tregs; derived from tumour-specific CD4
+
 T-cells at the tumour site 

are believed to mediate suppression (Linehan and Goedegebuure 2005). Tregs express CCR4 

allowing them to migrate towards CCL22 secreting tumour cells and local macrophages 

whilst in lymphoid tissues they can be found in close proximity to CD11c
+
 DCs, CD4 and 

CD8
+
 T-cells (Ishida et al. 2006).  
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       A group of myeloid suppressor cells (MSC) have been identified in pancreatic, colon 

and breast cancer, which are found in the lymph node and also at the tumour site where they 

inhibit naїve T-cell responses. MSCs are a heterogeneous cell population including immature 

DCs, granulocytes and macrophages. MSCs deplete the milieu of L-arginine, which is 

essential for T-cell function including responses to IL-2 and development of T-cell memory 

phenotypes (Rodriguez et al. 2004).   

 

1.3.2.7 Accessory cell dysfunction 

BM-derived APCs, particularly DCs have been shown to play an important role in the 

development of tumour antigen-specific CD4
+
 T-cell tolerance (Sotomayor et al. 2001). The 

tumour microenvironment contains increased levels of IL-10, vascular endothelial growth 

factor (VEGF) and prostaglandin E2 (PGE2) which are known to inhibit DC maturation 

(Gabrilovich et al. 1996). Without DC maturation and the upregulation of co-stimulatory 

molecules, presentation of tumour antigens to T-cells may result in T-cell tolerance. Although 

DC levels are reduced in cancer patients, there is an increase in DCs with a regulatory 

phenotype inducing T-cell defects through the production of IL-10 and indoleamine 2,3-

dioxygenase (IDO)-mediated tryptophan depletion (Liu et al. 2009).  

 

1.4 Cancer Treatment   

1.4.1 Cancer immunotherapy 

Cancer immunotherapy covers a broad range of strategies aimed at generating anti-

tumour responses in patients. These include the transfer of tumour-targeting antibodies or 
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tumour reactive lymphocytes to cancer patients,  cancer vaccines, adjuvants and pro-

inflammatory molecules (Brody et al. 2011). 

 

1.4.1.1 Therapeutic Cancer Vaccines 

Vaccines aimed at preventing or treating malignancies provide an attractive model for 

cancer prevention. These vaccines aim to treat patients with existing cancers by stimulating 

the body’s immune system to recognise and target the malignant cells. Therapeutic cancer 

vaccines tested in clinical trials include peptide vaccines, whole cell vaccines, DC vaccines 

and heat shock protein vaccines. So far results of these trials have being relatively poor with 

an overall objective response rate of 3.3% seen in 1306 vaccine treatments tested for 

metastatic cancer (Itoh et al. 2009).  

 

Peptide-based and whole cell vaccines 

     Cancer vaccines incorporating tumour specific antigens could lead to the induction of 

both effector and memory immune responses capable of targeting malignant cells. Several 

groups of candidate tumour antigens have been identified on the surface of cancer cells 

including cancer testis antigens (MAGE-A1, NY-ESO-1), differentiation antigens (Melan-A, 

Mart-1), and over expressed antigens (survivin, hTERT). So far only a limited number of 

peptide vaccines have been tested in clinical trials, most of which contain antigens recognised 

by CD8
+
 T-cells in melanoma patients. Melanoma peptides MART-1 and gp100 were the 

first to be tested in phase І and ІІ studies as a vaccine in metastatic melanoma resulting in 

clinical responses in between 10-30% of patients (Rosenberg et al. 1998). Although peptide 
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vaccines have been shown to induce tumour specific T-cell responses in vivo this has not 

translated into significant clinical responses.  

       The relative failure of peptide vaccines to induce clinical responses in cancer patients 

may be due to several factors. The use of vaccines targeting a single antigen may result in the 

expansion of tumour variants that have lost that antigen and are resistant to vaccine-induced 

immune responses. Consequently improved vaccines incorporating multiple immunogenic 

epitopes have been investigated (Perez et al. 2010). Whole tumour cells have the potential to 

present multiple tumour antigens on their surface to T-cells. Vaccination using whole tumour 

cells derived from autologous or allogenic sources has been tested in several cancer types 

including colorectal and prostate cancer and melanoma (Simons et al. 2006). Alternatively 

polyepitope peptide vaccines including vaccines using long peptides; generated by the 

chemical linkage of multiple immunogenic epitopes have been tested in clinical trials in 

colon and non-small cell lung cancer (NSCLC) (Perez et al. 2010). A report by Neller et al 

published the combined results of 177 clinical trials for patients with a wide range of solid 

cancers receiving either molecular defined synthetic antigens or autologous or allogeneic 

tumour cell vaccines. They found that 8.1% (138 of 1711 patients) receiving immunotherapy 

with whole tumour or tumour extracts had an objective clinical response compared to 3.6% 

(63 of 1733 patients) that received molecularly defined antigen vaccines (Neller, López and 

Schmidt 2008).  

 Collectively these studies suggest that whole tumour vaccines can generate superior 

clinical responses compared to molecularly defined antigen vaccines but overall clinical 

responses remain low.  
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Dendritic cell-based vaccines 

New technologies have allowed for the generation of high numbers of DCs from CD34
+
 

progenitor cells derived from patient bone marrow or peripheral blood (Bai et al. 2002). 

Mature DCs can be loaded with tumour peptides or pulsed with tumour cell lysates or 

apoptotic debris, which theoretically may contain multiple tumour antigens. These DCs can 

then be transferred back into the patient where they can present tumour antigens on both 

MHC class I and class II molecules.  

     Patients with metastatic cancer vaccinated with autologous DCs loaded with 4 class 1 

HLA-restricted melanoma peptides resulted in enhanced immune responses to one or more 

melanoma antigens in 16 out of 18 patients, with tumour regression evident in 7 patients 

(Banchereau et al. 2001). The ability of DC vaccines to induce CTL production and induce 

anti-tumour responses is dependent on multiple factors including the site of vaccination and 

the origin of the DCs used. In addition, using a mixture of CD8
+
 and CD4

+
 T-cell epitopes 

and including cytokines such as IL-12 can improve DC vaccine efficacy (Parmiani et al. 

2002).  

     Although DC-vaccines appear to generate stronger CTL responses than standard 

tumour-peptide vaccines only a small proportion of patients show clinical responses. That 

said there has been some success for a DC based vaccine called ‘Dendreon’ which became 

the first licensed cancer vaccine in the US, after it showed a 4 month median survival 

advantage in advanced prostate cancer. It is composed of autologous DC cells cultured in 

vitro and pulsed with a prostatic acid phosphatase (PAP) antigen present on 95% of prostate 

cancer cells (Kantoff et al. 2010). Efforts to improve the efficacy of DC-based vaccines in 

prostate cancer as well as other cancers is ongoing including combining DC vaccines with 

TLR-ligands and cytokines to enhance DC presentation of antigens in vivo. 
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  1.4.1.2 Improving the immunogenicity of cancer vaccines  

Cancer vaccines have been shown to induce increased frequencies of tumour specific 

T-cells in vivo but this has not always correlated with clinical responses in patients. Novel 

strategies of improving the immunogenicity of cancer vaccines including the use of cytokines 

and adjuvants are now being considered. Indeed it is likely that combinatorial approaches 

using vaccines that allow for improved T-cell priming and antigen presentation as well as 

therapies that block the suppressive effects of the tumour microenvironment may be 

necessary for optimally and effective cancer immunotherapy.  

 

Enhancing Antigen presentation  

As discussed previously, tumour cells are poor antigen presenting cells, expressing 

reduced levels of MHC and co-stimulatory molecules necessary for T-cell activation.  Several 

strategies aimed at improving the antigen presentation capacity of tumour cells are now being 

considered. Tumour cells genetically modified to express co-stimulatory molecules such as 

CD80, CD70 and LIGHT have been shown to induce cytotoxic anti-tumour responses in vitro 

(Douin-Echinard et al. 2000). Alternatively, presentation of tumour antigens can be enhanced 

using CD40L and TLR-agonists such as cytosine-phosphate-guanine (CPG) DNA. CD40L 

and CPG DNA are potent stimulators of B-cells and DCs, inducing the upregulation of MHC 

and B7 co-stimulatory molecules as well as the release of Th1-type cytokines (Teleshova et 

al. 2006). Both soluble forms of CD40L and tumour cells genetically modified to express 

CD40L have been tested in clinical trials. CLL patients infused with genetically modified 

CLL cells expressing CD40L resulted in significant drops in tumour cells in vivo, however no 
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complete responses were observed  (Wierda et al. 2000). CPG DNA is being investigated in 

animal models and clinical trials as a vaccine adjuvant (Klinman 2004, Bode et al. 2011).  

 

Blocking immunoinhibitory molecules 

Increased expression of immunoinhibitory molecules known to inhibit T-cell activation 

including PD-1, CTLA-4 and TIM-3 have been identified on the surface of T-cells from 

cancer patients (Fourcade et al. 2010, Curran et al. 2010). Immunotherapeutic approaches 

using blocking antibodies to disrupt the interaction of the molecules with their respective 

ligands are being investigated in clinical trials to try and enhance anti-tumour T-cell 

responses. The FDA recently approved a CTLA-4-targeted antibody ipilimumab, which 

improved the median overall survival of metastatic melanoma patients by 3.7 months (Hodi 

et al. 2010). Synergistic effects of blocking multiple immunoinhibitory molecules have been 

shown in mouse models where combining CTLA-4 and PD-1 blocking antibodies increased 

circulating CD107a
+
 CD8

+
 T-cells compared to either antibody alone (Mangsbo et al. 2010).  

Clinical trials are ongoing to assess the clinical benefit of blocking antibodies including the 

kinetics of clinical responses, potential side effects e.g. autoimmunity and potential for 

combination with radiotherapy and hormone therapy (Sharma et al. 2011).  

 

Cytokines as vaccine adjuvants 

Since cytokines play an important role in shaping immune responses in the tumour 

microenvironment, it is possible that cytokine therapy may break immune tolerance to cancer 

cells. Several cytokines including IFN-α, IL-2, IL-12 and GM-CSF have been evaluated in 

clinical trials (Dranoff 2004). Administration of high dose IL-2 was shown to have an 
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antitumour effect in 20% of metastatic melanoma and renal cancer patients (Fyfe et al. 1995). 

The clinical benefit of cytokine therapy is however limited by significant systemic toxicity 

associated with high dose of cytokines administered. Thus investigators have focused on 

directly modifying the cytokine microenvironment at the tumour site through local infusions 

of cytokines. Localised injection of cytokines, particular IL-2, can have therapeutic benefit 

coordinating innate and adaptive immune responses at the tumour site in mouse models 

(Dranoff 2004). In humans, cytokine linked antibodies (Immunocytokines) are now in 

clinical trials designed to direct cytokines to the tumour site. In a study of neuroblastoma 

patients, 22% had a complete response after receiving an antibody targeting GD2 

disialoganglioside on neuroblastoma cells combined with IL-2 (Shusterman et al. 2010).  

        The application of gene-transfer techniques has also allowed tumour cells to be 

directly modified to express particular cytokines. Several cytokine secreting tumour vaccines 

are being investigated to determine whether they can augment immune responses towards 

wild-type tumours. GM-CSF vaccines have been tested in multiple cancers including 

metastatic melanoma, where localised infusion induced both T-cell and B-cell accumulation 

in resected lesions and extensive tumour necrosis in 3 out of 6 patients (Salgia et al. 2003).  

 

1.4.1.3 Adoptive T-cell transfer 

The anti-tumour effect seen in patients successfully treated with allo-HSCT has 

encouraged the use of adoptive immunotherapy as a tool for treating cancer. Adoptive T-cell 

transfer is a type of transfusion therapy whereby T-cells pre-selected for reactivity to the 

tumour are infused into a patient. Ideally these T-cells should be able to proliferate, home and 
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persist at the tumour site and maintain effector function capable of eliminating the tumour 

and preventing its reoccurrence (June 2007).  

       Two approaches have been identified for isolating tumour reactive T-cells from  

cancer patients. The first relies on identification and isolation of tumour specific T-cells 

before expansion in vitro. The second relies on the assumption that tumour specific T-cells 

exist in the patient’s body which are already primed, thus polyclonal T-cell activation in vitro 

will also result in expansion of these T-cells. Tumour specific T-cells can be expanded using 

irradiated allogeneic PBMC (feeder cells) acting as APCs or by creating artificial APCs using 

anti-CD3 and anti-CD28 antibodies (Powell and Levine 2008). MHC class I molecules 

loaded with viral or tumour-specific peptides have also been used to generate antigen-specific 

T-cell expansions. MHC tetramers presenting peptides for tumour antigens MART1, gp100 

and virus (EBV) have been used to isolate high avidity T-cells which can be expanded in 

vitro (Dunbar et al. 1999).  

      Adoptive transfer of virus specific T-cells has already proved successful in 

reconstituting viral responses following allo-HSCT and can induce clinical responses against 

virally transformed tumours (Riddell et al. 1992). Treatment of EBV-positive type ІІ latency 

tumours with autologous EBV-specific T-cells resulted in 2 complete and 1 partial remission 

out of 6 patients (Straathof et al. 2005).  

       The investigation of TAA-reactive T-cells in adoptive therapy has been limited by the 

low number of identified tumour-associated antigens and the difficulty in expanding known 

TAA-reactive T-cells from the blood of cancer patients. However adoptive transfer of T-cells 

targeting MART-1/Melan A and gp100 were shown to migrate to tumour sites and eliminate 

antigen positive tumour cells in metastatic melanoma (Yee et al. 2002). In myeloma, adoptive 
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T-cell transfer combined with vaccination with tumour antigens hTERT and survivin, 

resulted in immune responses to the tumour antigen vaccine (Rapoport et al. 2011).  

Despite the promising results in a few studies, the majority of early clinical trials with 

adoptively transferred T-cells showed only modest and often transient responses (Rosenberg 

et al. 1994). Successful application of ACT is hampered by several factors including the 

limited knowledge of how to culture T-cells which are likely to traffic to the tumour site, 

persist and exert effector function in vivo and the tolerising effects of the tumour 

microenvironment exerted on T-cells.  

Currently there are no FDA-approved T-cell therapies for cancer despite over 60 years 

of research. However lessons learned from adoptive transfer in lymph depleted hosts, in Treg 

depleted patients and the use of improved culturing techniques may help to improve ACT 

efficacy and bring it into routine practice in clinical medicine (June 2007). Indeed 

Rosenberg’s group reported response rates of 52% and 72% in patients with metastatic 

melanoma receiving chemotherapy or total body irradiation prior to ACT (Dudley et al. 

2008).   

 

 Engineering T-cells to recognise tumour cells 

One current limitation of ACT is that many tumours are poorly immunogenic, so 

naturally occurring tumour specific T-cells occur at very low frequencies. This makes it 

difficult to expand high avidity tumour-specific T-cells in sufficient numbers for transfusion. 

Using gene transfer techniques, T-cells of any specificity can be reprogrammed to target 

tumour antigens. In particular molecular determinants on the surface of malignant cells which 

are over expressed and crucial for tumour cell survival, would be attractive targets. This 
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would overcome tumour escape mechanisms designed to avoid surveillance by the patient’s 

own T-cells. Furthermore tumour-specific T-cells obtained from the blood of patients for 

ACT are often tolerised and after several rounds of expansion may be driven to a terminally 

differentiated phenotype with a replicative senescence phenotype (June 2007). By genetically 

engineering T-cells, tumour specificity can be conferred to selected T-cells, preferably with 

high proliferative capacity (long telomere length), a TCM phenotype and lacking markers 

associated with a senescent/exhausted phenotype. 

 

Chimeric Antigen Receptor T-cells (CAR-Ts) 

One approach is to manipulate T-cells to express chimeric antigen receptors on their 

surface conferring new antigen specificity. These CAR-Ts consist of the antigen recognition 

domain of the antibody combined with the intracellular domain of the CD3 zeta chain or 

FCγR1 protein allowing the T-cell, upon recognition of the appropriate antigen, to become 

activated (Porter et al. 2011). These constructs allow T-cells to target tumour cells in an 

antigen specific but MHC-independent manner via the intracellular signalling pathway of the 

endogenous TCR. Previous in vivo studies using adoptive transfer of CAR-Ts in 

neuroblastoma and ovarian cancer have reported poor clinical activity with rapid clearance of 

CAR-Ts from the body (Jena, Dotti and Cooper 2010). Several factors are thought to prevent 

the persistence of CAR-Ts in vivo including the presence of host humoral and cellular 

immune responses, the immunotoxic effects of the tumour microenvironment and the lack of 

co-stimulatory signals necessary for long-term T-cell survival upon tumour recognition 

(Lamers et al. 2011). 
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TCR gene transfer 

T-cells can be genetically engineered to express natural αβ TCRs heterodimers with 

known specificity for tumour antigens (Schumacher 2002). Killing of leukaemia cells has 

been observed in vitro and in mouse models with T-cells genetically modified to express 

TCRs (Tsuji et al. 2005). CD8
+
 T-cells genetically engineered to express TCRs reactive to 

tumour peptides including MART, gp100, NY-ESO-1 and p53 were shown to be capable of 

recognizing HLA-A2-matched tumours in melanoma, lung and breast cancer. Furthermore 

adoptive transfer of genetically engineered lymphocytes transduced with a TCR recognising 

gp100 in metastatic melanoma patients resulted in durable engraftment and objective 

regression of metastatic lesions in two patients (Morgan et al. 2006).  

       Limitations of TCR engineering technology include the potential pairing of the 

transgenes with the endogenous TCR chains leading to novel TCR specificities and increased 

risk of autoreactivity, low cell surface expression of tumour specific TCRs, and the 

transduction efficacy of the retroviral delivery system.   

 

1.4.1.4 Antibody therapy 

Monoclonal antibodies 

Monoclonal antibodies are used at several stages in cancer therapy including diagnosis, 

treatment and monitoring of patients. In terms of treatment, monoclonal antibodies can be 

used to target specific antigens on the tumour cell surface, which are absent or have reduced 

expression on normal tissue. Upon binding monoclonal antibody can induce indirect killing 

of tumour cells through ADCC by recruiting phagocytic cells including monocytes and 

macrophages or can directly bind complement-inducing tumour cell death through CDC. 
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MAbs can also function to inhibit cell signalling pathways. In the case of trastuzumab it can 

block HER2-mediated signalling in breast cancer cells leading to an upregulation of p27kip1 

protein resulting in cell cycle arrest (Le, Pruefer and Bast 2005). Multiple mAbs have been 

approved or in clinical trials for use in solid cancers (trastuzumab: HER-2/neu antigen, 

Edrecolomab: 17-1A antigen) as well as haematological malignancies (Rituximab: CD20, 

Alemtuzumab CD52, Gemtuzumab CD33 and anti-idiotype antibodies). Solid cancers have 

however proved harder to treat than haematological malignancies due to the lack of identified 

tumour specific antigen targets and the difficulty of mAbs penetrating into solid tumours 

(Oldham and Dillman 2008).  

      The potential for mAbs to block molecules important in tumour cell survival are also 

being investigated in clinical trials. mAbs capable of blocking growth factor receptors on the 

tumour surface including Epidermal growth factor (EGF) receptors has been shown to induce 

proliferative arrest, apoptosis and inhibition of angiogenesis in tumour cells (Sharkey and 

Goldenberg 2006). Several blocking mAbs to immune-modulatory molecules are also being 

tested in clinical trials with the aim of promoting immune responses to tumours cells. These 

includes blocking antibodies to CTLA-4, which has been found to antagonize early T-cell 

activation and IL-2 production and PD-1 which has been shown to promote T-cell anergy 

upon binding to the ligand PDL-1 (Fife et al. 2009).    

       Alternative approaches include conjugating monoclonal antibodies to anti-cancer 

drugs, radioisotopes or toxins that has allowed treatments to be delivered to the surface of the 

tumour cells. This ensures that treatments are concentrated towards tumour cells whilst 

limiting toxic effects on surrounding tissue. A randomised trial comparing rituximab (anti-

CD20) mAb to an anti-CD20 mAb conjugated to yttium-90, showed enhanced overall 

response rates in those patients treated with the antibody conjugate (Witzig et al. 2002).  
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 There are several obstacles to the implementation of monoclonal antibodies in the 

clinic. Firstly generating high yields of antibodies necessary for infusion can be laborious and 

expensive. Secondly murine monoclonal antibodies induce the production of anti-mouse 

antibodies in vivo, which limits the half-life of any therapeutic mAb. This problem has been 

somewhat reduced through the development of chimeric and fully humanised antibodies 

(Oldham and Dillman 2008).  

 

Bi-specific antibodies     

The successful application of monoclonal antibodies as cancer treatments has resulted 

in a drive to enhance the efficacy of these molecules through new antibody engineering 

approaches. Engineering of mAb FC fragments has been used to try and improve the efficacy 

of existing mAbs by enhancing ADCC or CDC killing mechanisms. Other research has 

focussed on the development of a new class of antibodies termed bi-specific antibodies 

capable of dual specificity. Such molecules can induce the retargeting of immune effector 

cells towards target cancer cells by binding surface antigens expressed on both cell types 

resulting in the killing of the tumour cells. Bi-specific antibodies capable of retargeting innate 

immune cells (e.g. macrophages, neutrophils) as well as acquired immune cells (e.g. T-cells 

and NK cells) have been described (Chames and Baty 2009). Importantly bi-specific antibody 

mediated cytotoxicity does not require MHC:peptide presentation by tumour cells. Such 

antibodies have also shown anti-tumour activity both in vivo and in animal models.   

      Early bi-specific antibodies were formed using chemical cross-linking or quadromas 

but clinical application was limited by the difficulty of producing large homogeneous batches 

of mAbs. Furthermore patients often developed anti-mouse Ab responses, preventing 
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repeated mAb administration. Subsequent advances in antibody engineering led to a 

reduction in the size of bi-specific antibodies by producing small antibody fragment 

representing the entire recognition region of the parent molecule. These single chain variable 

fragments (scFv) include the variable domains of the antibody heavy and light chains which 

can be fused to another scFv through a peptide linker to form a single polypeptide chain 

(Wolf et al. 2005) (Figure 1.4). 

     The efficacy of bi-specific antibodies has been demonstrated in clinical trials in 

patients with solid cancers and haematological malignancies. Bi-specific antibodies targeting 

CD3 and HER2/neu (Ertumaxomab) or EpCAM (Catumaxomab) have shown clinical activity 

in breast and ovarian cancer (Kiewe et al. 2006). In 2009 Catumaxomab became the first bi-

specific antibody approved by the European commission for treatment of malignant ascites in 

patients with EpCAM-positive cancers. In haematological malignancies bi-specific antibodies 

targeting the B-cell antigen CD19 have been tested in clinical trials of acute lymphoblastic 

leukaemia and non-Hodgkin’s lymphoma (NHL) patients. Seven patients with NHL treated 

with a bi-specific antibody targeting CD19 showed tumour regression and elimination of 

tumour cells from the bone marrow and liver (Bargou et al. 2008). Bi-specific antibodies are 

also being evaluated in myeloid leukaemias targeting surface antigens such as CD33 (Aigner 

et al. 2012).  
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Figure 1.4 Schematic diagram detailing the formation of a bi-specific antibody and its 

mode of action on effector cells and target cells (Adapted from Baeuerle and Reinhardt 

2009). Bi-specific T-cell engager (BiTE) antibodies are formed by the fusion of two single 

chain variable fragments from two different antibodies using by a short peptide linker. The 

BiTE antibody binds both the effector cell (T-cell) and tumour cell triggering a cytotoxic 

killing mechanism to be directed towards the tumour cell.  

 

 

1.5 Aims of this project  

The use of alkylating agents and purine analogs has proven highly successful in 

inducing remissions but therapy does not result in long-term disease free survival in CLL 

patients. Novel therapeutics aimed at improving the treatment and overall survival of CLL 

patients is therefore warranted.  

Immunotherapy has emerged as an exciting tool in the treatment of CLL, with a recent 

study showing for the first time that immunotherapy alongside chemotherapy can increase 

progression free survival (PFS) and overall survival (OS) of CLL patients (Molica 2011). The 

objectives of this project were to characterise T-cell abnormalities in CLL patients with the 

aim of using this information to develop immunotherapeutic strategies capable of breaking T-
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cell tolerance within the disease. Such therapeutic strategies will subsequently be investigated 

to determine whether they can improve T-cell immune response in vitro and potentially 

restore anti-tumour immunity.   
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CHAPTER 2 

Materials and Methods 

 

2.1 Tissue culture basics 

2.1.1 Media and Buffers 

AB MEDIA 

Roswell Park Memorial Institute (RPMI) 1640 (Sigma) was supplemented with 2mM L-

Glutamine (Invitrogen), 25mM Hepes buffer (Sigma), 100units/ml Penicillin and 100µg/ml 

streptomycin (Invitrogen) and 5% AB serum (Welsh blood service).   

FIBROBLAST MEDIA 

Dulbecco's Modified Eagle Medium (DMEM, Sigma) was supplemented with 10% foetal 

calf serum (FCS), 100units/ml Penicillin and 100µg/ml streptomycin (Invitrogen), 2mM L-

Glutamine (Invitrogen) and 1mM Sodium pyruvate (Invitrogen).  

FREEZING MEDIA AND FREEZING MIX 

MEDIA- 2mM L-Glutamine (Invitrogen), 100units/ml Penicillin and 100µg/ml streptomycin 

(Invitrogen) was added to RPMI.  

MIX- 40% Freezing media, 50% FCS and 10% Dimethyl Sulfoxide (DMSO, Sigma).  

FACS BUFFER 

1% FCS was added to Phosphate buffered saline (PBS, Invitrogen) 
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MACS BUFFER FOR IMMUNOMAGNETIC CELL ENRICHMENT 

 0.5% Bovine serum albumin (BSA-Sigma) and 2mM Ethylenediaminetetraacetic acid 

(EDTA, Sigma) was added to 100ml of PBS. The buffer was then sterile filtered using a 

0.2µm bottle top filter (Millipore).  

FIX/PERM BUFFER  

3 parts Fix/Perm diluent + 1 part Fix/Perm Concentrate (Ebiosciences) 

PERMEABILISATION BUFFER 

1 part perm wash concentrate (Ebiosciences) was diluted in 9 parts distilled water.  

RED BLOOD CELL LYSIS BUFFER 

Red blood lysis solution (Miltenyi Biotec) was diluted 1/10 in distilled water.   

10% NP40 

10g Tergitol-type NP40 (nonyl phenoxypolyethoxylethanol) (Sigma) was dissolved in 100ml 

of water. 

 

2.1.2 Tissue culture plastics 

Culture Flasks (T25, T75 and T225) ( Nunc), Pipettes and Falcon tubes (15ml, 50ml) 

(Corning Incorporated), Tips (1000, 200, 20, and 2µl) (Star lab), plates (98, 48, 24, 12 well) 

(Nunc and Greiner bio-one). FACS tubes (BD biosciences).   
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2.1.3 Cell viability staining  

Trypan blue staining 

Cell viability was assessed using the live cell exclusion dye trypan blue. Dead cells take 

up the dye giving them a distinct blue colour under the microscope. Live cells, which appear 

white, can then be counted allowing the total number of viable cells in suspension to be 

measured. Cell counting was performed using the Beckman Coulter Vi-cell or a 

Haemocytometer (Immune systems).  

Beckman Coulter Vi-cell counting- Briefly 50µl of sample was added to 450 µl of PBS (1/10 

dilution) in a cell counting container and placed into the Vi-cell carousel. The cell type, 

dilution and name of sample were entered into the machine. The machine was then set to run, 

allowing the sample to be mixed with trypan blue and the number of viable cells per µl 

calculated.  

Haemocytometer- Twelve microlitres of cell suspension was mixed with an equal volume of 

trypan blue in a 96 well plate. Twelve microlitres was then pipetted under the grid of a 

disposable haemocytometer. The total numbers of viable cells were counted in 3 squares 

divided by 3 and then multiplied by 20,000 to give the number of cells per ml. 

 

Aqua staining 

Exclusion of dead cells during flow cytometric analysis was performed using the 

amine-reactive fluorescent dye aqua. Cells were washed twice in 1ml of PBS by 

centrifugation at 756 x g for 2 minutes. The aqua dye (Invitrogen) was diluted 1/40 in PBS 
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and 4µl added to each sample. The cells were incubated at 4°C for 15 minutes in the dark 

before being washed twice in 1ml of FACS buffer to neutralise the reaction.  

 

2.2 CLL patient blood samples  

Professor Chris Fegan obtained blood samples from CLL patients attending clinics at 

the University Hospital Wales and Llandough hospital. Additional samples were obtained 

from Birmingham University in collaboration with Dr Guy Pratt. All samples were taken with 

informed consent from patients and the appropriate ethical approval obtained. Healthy, age- 

matched control samples were obtained by Professor Chris Fegan with informed consent, or 

from volunteers from within the department.   

 

2.3 Cell lines 

Non-transfected mouse fibroblasts (NTLs) and CD40 ligand transfected mouse 

fibroblasts TL(CD40L) were kindly donated by Dr Aneela Majid (University of Leicester). 

 

2.3.1 Growing cell lines in culture  

NTL and TL(CD40L) cell lines were cultured in 20ml of fibroblast media in a T175 

flask. 2-4x10
6
 fibroblast cells were used for the initial seeding of the flasks and allowed to 

grow for 3 days until a confluent monolayer was formed. The cells were then washed in PBS 

and incubated for 5 minutes at 37°C in the presence of 5ml EDTA-trypsin (Invitrogen). Once 

the cells had detached from the flask surface, the cells were washed in 15ml of fibroblast 

media and spun down at 272 x g for 5 minutes. The supernatant was removed and the cells 
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re-suspended in 10ml of fibroblast media. 1ml was used to reseed the flask and the rest of the 

cells were used for co–culture experiments or frozen down. 

 

2.3.2 Cell line and PBMC cryopreservation 

Between 1-5x10
6
 fibroblast cells or PBMCs were suspended in 1ml of freezing mix and 

stored in cryovials overnight at -80ºC. The cells were then transferred and stored in liquid 

nitrogen until required.  

 

2.3.3 Co-culture of cell lines with CLL PBMC  

TL (CD40L) and NTL cell lines were suspended in 5ml of fibroblast media and 

irradiated (8000 RADs). 5x10
4
 irradiated NTL or TL (CD40L) cells were then seeded into a 

48-well plate in 1ml of AB media. The plate was then incubated for 24 hours at 37°C to allow 

the fibroblast cells to adhere to the well surface. 1x10
6
 CLL patient PBMCs were suspended 

in 500μl of AB media and added to the surface of the irradiated NTL and TL (CD40L) cells 

and incubated for 3 or 7 days.  

 

2.4 Cell separation 

2.4.1 Peripheral blood mononuclear cell (PBMC) separation 

Blood samples were collected and immediately processed for PBMC extraction. Whole 

blood was layered onto a lymphoprep (Axis-shield) gradient at a 1:1 ratio and centrifuged at 

756 x g for 20 minutes without the use of the brake. The buffy coat interface containing 
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PBMCs was carefully collected and the cells washed in 15ml of PBS by centrifugation at 272 

x g for 10 minutes.  The supernatant was discarded and any red blood cell contamination 

removed by re-suspension of the pellet in 1ml of red blood cell lysis buffer and incubation at 

room temperature for 10 minutes. Cells were washed again in 15ml of PBS and pelleted by 

centrifugation at 272 x g for 5 minutes. The supernatant was removed and the cells re-

suspended in 10ml of fresh PBS and counted by trypan blue staining. 

 

2.4.2 CD3
+
 T-cell isolation 

CD3
+
 T-cells were enriched using an indirect magnetic bead labelling system designed 

to deplete non T-cells (Miltenyi Biotec). Cells were washed in PBS and spun down at 272 x g 

for 10 minutes. The supernatant was removed and the cell pellet re-suspended in 40µl of 

MACS buffer per 10
7
 cells. 10µl of a Biotin-Antibody Cocktail against CD14, CD16, CD19, 

CD36, CD56, CD123 and CD235a (Glycophorin A) was then added per 10
7
 cells. The cell 

suspension was vortexed and incubated at 4-8°C for 15 minutes. 30µl of additional MACS 

buffer and 20µl of anti-biotin microbeads per 10
7
 cells was then added. The cell suspension 

was again incubated for 15 minutes at 4-8°C before being washed in 6ml of MACS buffer. 

The cells were centrifuged at 272 x g for 10 minutes, the supernatant removed and the pellet 

re-suspended in 500µl of cold (4°C) MACS buffer ready for magnetic column separation 

(See section 2.4.4). 

 

2.4.3 CD19
+
 B-cells isolation  

CLL cells were isolated by depleting non B-cells (Miltenyi Biotec). Cells were washed 

in PBS and spun down at 272 x g for 10 minutes. The supernatant was removed and the cell 
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pellet re-suspended in 40µl of buffer per 10
7
 cells. 10µl of B-CLL biotin-antibody cocktail 

against CD2, CD4, CD16, CD36, Anti-IgE, and CD235a (Glycophorin A) was added and the 

cell suspension, vortexed and incubated for 10 minutes at 2-8°C. The cells were then washed 

by adding 1-2ml of buffer and centrifuged at 272 x g for 10 minutes. The supernatant was 

removed and the pellet re-suspended in 80µl of MACS buffer. 20µl of anti-biotin microbeads 

was added and the cells again incubated for 15 minutes at 4-8°C. Cells were then washed in 

PBS, centrifuged at 272 x g for 10 minutes and the supernatant removed. The pellet was re-

suspended in 500µl of MACS buffer ready for loading onto a magnetic column.  

 

2.4.4 Magnetic column separation of cell fractions 

The cells were suspended in 500µl of MACS buffer and loaded onto a magnetic MS 

column or LS columns (Miltenyi) in the presence of a strong magnetic field (MiniMacs 

Separators). The cell suspension was allowed to run through the column until the column 

reservoir was empty. The column was then washed by adding 500µl of MACS buffer to the 

top of the column, allowing it to completely run through the column. This wash step was 

repeated 3 times. In cases of negative selection the effluent was collected in a 15ml falcon 

tube. The number of viable cells was counted by trypan blue staining and the purity of the 

collected cells determined using single colour flow cytometry. 

 

2.4.5 Measuring the purity of collected cell fractions 

1x10
5
 viable cells were taken from the collected effluent and stained with a FITC-

conjugated anti-CD3 or PE cy-7-conjugated anti-CD19 antibody. A purity of >95% CD3
+
 T-

cells within the viable gate was used as the threshold for a pure CD3
+
 T-cell population. 
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Samples with a CD3 purity less than 95% were put back through a MS column and the purity 

of the effluent fraction tested again using the CD3 staining protocol. For CD19
+
 B-cells, a 

purity of 99% or greater was used as the threshold for CLL cell purity. 

 

2.5 Antibody staining and flow cytometric analysis  

2.5.1 Flow cytometric compensation set-up 

Cells were analysed using a BD FACS Canto II or an Accuri C6 flow cytometer (BD 

Accuri). For analysis on the BD FACS Canto II, compensation between the fluorochrome 

emission spectra was done automatically using anti-mouse Ig/negative control compensation 

beads and FACSDiva software. Briefly 3 drops of anti-mouse Ig and Negative control comp 

beads were added to 700µl of FACS buffer. The beads were vortexed for 3 seconds and then 

100µl was added to 1 FACS tube. Fluorochrome conjugated antibodies were then added at 

optimised concentrations (1 antibody per tube) and incubated for 5 minutes at room 

temperature (RT). A further 900µl of FACS buffer was then added to each tube. These 

antibodies were used as single-colour compensation controls. Each tube was analysed using 

the BD FACS Canto II by gating on the single bead population using forward side scatter, 

then gating both the positive and negatively stained populations on a histogram plot. These 

populations were then used to automatically calculate the compensation between antibodies 

using FACSDiva software. 
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2.5.2 Single and multi-colour immunofluorescence staining 

Fluorochrome conjugated antibodies were directly incubated with 1-1.5x10
6
 PBMC 

from CLL patients. Antibody concentrations used in this study were optimised by testing 

neat, ½ dilution and ¼ dilutions of the manufacturers’ recommendations. The antibodies were 

incubated with the cells for 15 minutes at 4°C. Cells were then washed twice in FACS buffer 

by centrifuging at 756 x g for 2 minutes and discarding the supernatant. Cell pellets were re-

suspended in 200-300µl of FACS buffer and analysed using a BD FACS Canto II or an 

Accuri C6 flow cytometer (BD Accuri). 

 

2.5.3 FOXP3 staining 

Intracellular FOXP3 staining was used in the identification of regulatory T-cells. 1x10
6
 

CLL PBMC were suspended in 100µl of FACS buffer and surface stained for 30 minutes on 

ice with antibodies to CD3-(AM Cyan), CD4-(Pacific Blue), CD25-(PE) and CD45RA-

(APC). Cells were then washed twice in 1ml of FACS buffer and re-suspended in 500µl of 

Fix/Perm buffer (Ebiosciences). In order to fix the cells the samples were incubated on ice for 

40-60 minutes. After incubation, the cells were washed twice in 2ml of permeabilisation 

buffer (Ebiosciences) and re-suspended in 30µl of permeabilisation buffer containing 2% 

normal rat serum. The cells were then incubated on ice for a further 15 minutes to allow 

permeabilisation of the cell membranes. Without washing, 15µl of a FOXP3-FITC 

conjugated antibody was added to the cells and the incubation continued for a further 30 

minutes on ice in the dark. The cells were then washed twice in 1ml permeabilisation buffer 

and once in 1ml FACS buffer before being re-suspended in 300µl of FACS buffer.      
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2.5.4 Ki-67 proliferation assay 

Intracellular Ki-67 staining was used to identify cells in active phases of cell cycle. 

1x10
6
 CLL PBMC were washed once in 1ml of FAC buffer and surface stained with 

antibodies to CD4-(Pacific Blue), CD8-(APC-CY7), CD45RA-(APC) and CCR7-(PE). Cells 

were incubated at 4°C for 15 minutes before being washed twice in 1ml of FACS buffer. 50µl 

of Reagent A (Fixation Medium, Invitrogen) was added and the cells, incubated again for 15 

minutes at 4°C to fix the cells, before being washed twice in 1ml of FACS buffer. Fifty 

microlitres of reagent B (Permeabilisation Medium, Invitrogen), 0.5µl of 1% NP40 and 3µl 

of an anti-Ki-67-(FITC) antibody were then added to the cells. The cells were incubated at 

4°C for 15 minutes, then washed twice in 1ml of FACS buffer and re-suspended in 300µl 

FACS buffer.  

 

2.5.5 CFSE proliferation assay 

Carboxyfluorescein succinimidyl ester (CFSE) was reconstituted in DMSO to a 

concentration of 5mM. 1x10
6
 PBMCs were suspended in 1ml of RPMI containing 1% FCS 

and CFSE to a final concentration of 2μM. The cells were then incubated at 37ºC in the dark 

for 5 minutes before being washed in 10ml of ice cold RPMI containing 10% FCS. The cells 

were centrifuged at 272 x g for 5 minutes and the wash step repeated before being counted. 

1.5x10
6
 PBMCs were added to separate sterile 5ml FACS tubes in 1ml of AB media. 

CD3/CD28 beads were then added at a ratio of one bead to one T-cell. The cells were then 

incubated for 3 or 7 days with the addition of blocking antibodies (PDL-1, 10μg/ml, 

Ebioscience, Clone MIH1), CD200 (20μg/ml, BD Pharmingen, Clone MRC OX-104) and an 

isotype control (20μg/ml, Ebioscience, Clone P.3.6.2.8.1) at day 0, 2 and 4 time points.  
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2.5.6 Intracellular cytokine, CD107 and Granzyme B staining  

T-cell intracellular cytokine and granzyme B expression and surface CD107 were used 

to determine the activation status and cytotoxic potential of T-cells from CLL patients. 3x10
6
 

CLL PBMCs were seeded per well in a 24-well plate in 2ml of AB media. Each well received 

PBS, 10ng/ml blinatumomab (Amgen) or 7.5µl of Human T-Activator CD3/CD28 

Dynabeads (Invitrogen). The cells were then incubated for 7 days before being removed into 

15ml falcon tubes and washed in 1ml of fresh AB media. The number of viable cells in each 

tube was determined using trypan blue staining and ≤1x10
6
 viable cells were added to two 

FACS tubes. One FACS tube would be later stained for IFN-γ and TNF-α and the other tube 

for granzyme B and CD107. The cells were then centrifuged at 756 x g for 2 minutes, the 

supernatant removed and the pellet re-suspended in 190µl of AB media. 1μl of golgi plug and 

0.7μl golgi stop (BD biosciences) was added to 198.3μl of PBS and 20µl was added to each 

FACS tube. 10µl of CD107-(FITC) was added to those tube measuring CD107 and granzyme 

B, and all the tube were incubated for 5 hours at 37°C. 

  After the incubation, human T-activator CD3/CD28 beads were removed with a magnet 

and 1ml of PBS added to each tube. The cells were centrifuged at 756 x g for 2 minutes, the 

supernatant removed and the cells stained with the fluorescent dye aqua. The cells were then 

surface stained with antibodies to CD5-(PERCP-Cy5.5), CD4-(Pacific Blue) and CD8-(AM 

Cyan) followed by incubation at 4°C for 15 minutes. Cells were again washed twice with 1ml 

of FACS buffer then incubated for 20 minutes in the dark in 200µl of 

fixation/permeabilisation solution (BD biosciences). Perm/Wash Buffer (BD biosciences) 

was diluted 1/40 in PBS and 2x 200µl used to wash the cells before re-suspension in 50µl of 

the Perm/wash buffer. Each tube then received antibodies to IFN-γ-(PE) and TNF-α-(APC) or 



  CHAPTER 2: MATERIALS AND METHODS  

67 

 

CD107-(FITC) and Granzyme B-(PE). Cells were again incubated at 4°C for 15 minutes, 

washed twice in FACS buffer and re-suspended in 300µl of FACS buffer.  

 

2.6 Cytokine assays 

2.6.1 Supernatant transfer assay 

PBMCs were incubated for three days in the presence or absence of CD3/CD28 beads 

(7.5μl). One ml of media was then carefully removed and stored at -20°C. Purified B-cells 

were isolated from CLL patients using a CLL isolation kit using the procedure outlined 

previously. B-cells (1x10
6
 aliquots) were added to FACS tubes in 250µl of AB media. The 

supernatants were then thawed with 1 tube receiving 250µl of supernatant from the untreated 

culture, 1 tube receiving 250µl of supernatant from the CD3/CD28 bead treated culture and 

the last tube receiving 250µl of fresh AB media. The cells were then incubated at 37°C for 24 

hours and the CLL cells measured for activation markers (HLA-DR and CD69) and PDL-1 

expression by flow cytometry. 

 

2.6.2 B-cell Cytokine Assay  

Purified CLL cells were incubated in the presence or absence of 7 cytokines IFN-γ 

(10ng/ml), TNF-α (5ng/ml), IL-2 (10 IU/ml), IL-8 (10ng/ml), IL-4 (5ng/ml), IL-10 (5ng/ml) 

and IL-12 (5ng/ml). Briefly, 1x10
6
 CLL cells were suspended in 500µl of AB media in sterile 

FACS tubes and single cytokines added to separate tubes at the final concentrations indicated. 

The cells were then incubated at 37°C for 24 hours and the CLL cells measured for activation 

markers (HLA-DR and CD69) and PDL-1 expression by flow cytometry.  
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2.6.3 Cytokine bead array 

This assay was used to determine the type of cytokines secreted by CLL PBMC after 

incubation for 3 days in the presence of blinatumomab. One ml of supernatant from 10 CLL 

patient PBMC cultures treated with or without 10ng/ml blinatumomab for 3 days was stored 

at -20°C.  

 

Standards and sample preparation  

Lyophilised cytokine standards were reconstituted in distilled water according to the 

label on the standard vial. Ten microlitres of each cytokine standard was added to a vial 

labelled standard 1 and filled up to a final volume of 200µl with 1x assay buffer (50ml of 10x 

assay buffer concentrate (Ebiosciences) diluted in 450ml distilled water). One hundred 

microlitres of assay buffer was added to 6 separate tubes labelled standard 2 to 7 and 50µl of 

standard 1 used to serial dilute the initial standard mixture. Twenty five microlitres of each 

standard mixture dilutions 1 to 7 was then added to 7 separate tubes. Meanwhile the 

supernatants from the 3 day PBMC cultures were thawed and 25µl of supernatant from the 

untreated and treated cultures added to separate labelled tubes. 

 

Cytokine Bead mixture 

Beads that would bind the cytokines in the supernatant were prepared by calculating the 

final bead mixture volume required for all samples (25µl x number of tests for standard 

curves, blank and samples). The individual cytokine bead vials were then vortexed and 1/20 

of the total bead mixture volume required of each bead set added to a vial labelled ‘bead 
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mix’. Reagent dilution buffer (Ebiosciences) was then added to the vial labelled ‘bead mix’ to 

make up to the total bead mixture volume. The vial was then centrifuged at 3000 x g for 5 

minutes and the supernatant removed leaving 50µl of liquid in the vial. The volume of liquid 

removed was replaced with the same volume of fresh reagent dilution buffer. Twenty-five 

microlitres of the bead mixture was then added to all the standard and sample tubes including 

a blank tube.   

 

Preparation of Biotin-conjugate and strepavidin-PE solution 

A biotin-conjugated second antibody mixture was made up in order to bind cytokines 

that had been capture by the cytokine bead mixture. Briefly each biotin conjugated antibody 

was added to a vial labelled biotin-conjugate mix at 1/20 of the final volume required (final 

volume= 50µl x number of tests for standard curve, blank and samples). The vial was then 

made up to the final volume by adding reagent dilution buffer. 50µl of the biotin-conjugate 

mixture was added to all tubes including standards, samples and the blank and the tubes left 

at RT for 2 hours in the dark.  

      After the incubation the tubes were washed twice by centrifugation at 200 x g for 5 

minutes in 1ml of assay buffer. The streptavidin-PE solution was diluted in assay buffer and 

50µl added to each tube. The tubes were then incubated for 1h at RT in the dark followed by 

two wash steps with assay buffer as outlined previously. Five hundred microlitres was added 

to each tube and the samples analysed by flow cytometry (BD FACS Canto II). Cytokine 

concentrations were calculated using FlowCytomix Pro 2.2 Software (Ebiosciences).  
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2.7 FACS-based cytotoxicity assay 

2.7.1 Measuring absolute counts of cells 

The absolute number of viable T-cells and CLL cells was assessed after incubation in 

the presence or absence of blinatumomab (10ng/ml). An agonistic anti-CD3 antibody 

(27.7ng/ml) or CD3/CD28 beads (7.5μl) were used as controls. CLL PBMC (3x10
6
) were 

incubated in 2mls of AB media in the presence of BiTE, anti-CD3 antibody or CD3/CD28 

beads for 7 days at 37°C. The cells were then resuspended by repetitive pipetting and 1ml of 

the cell suspension added to a 5ml FACS tube. The cells were then centrifuged at 756 x g for 

2 minutes and 900µl of the supernatant carefully removed from each tube. Two hundred 

microlitres of binding buffer was then added to each tube and the cells surface stained with 

antibodies to Annexin V-(FITC), CD5-(Percp-cy5.5), CD8-(APC-CY-7) and CD4-(Pacific-

blue) before being incubated for 15 minutes at  4°C. After incubation, 100µl of cytocount 

beads (Dako) was added to each tube and analysed by flow cytometry. In total 3x10
6
 events 

were recorded and the absolute number of cells was determined using the following 

equation:-  
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2.7.2 T-cell cytotoxicity assay in co-culture with TL (CD40L) 

CLL PBMCs were incubated in the presence or absence of NTLs or TL (CD40L). Each 

well containing NTLs received PBS (untreated control) or blinatumomab (10ng/ml or 

100ng/ml). The procedure was repeated for the wells containing CD40L cells and the wells 

containing media only. The plate was then incubated at 37°C for 7 days. On day 7, CLL 

PBMCs were carefully removed from the surface of the fibroblast monolayer, washed twice 

in PBS and surface stained with the dead cell stain aqua. The cells were re-suspended in 

200µl of binding buffer (Ebiosciences) and labelled with antibodies against Annexin V, 

CD20, CD5, CD8 and CD4 for 15 minutes before analysis by flow cytometry. CLL cell death 

based on 2-4x10
5
 events, was determined by measuring the percentage of Annexin V

+
 CLL 

cells in each sample. 

 

2.8 T-cell and CLL cell imaging 

2.8.1 Immunofluorescence labelling of T-cells and CLL cells 

Purified T-cells were labelled with 15mM red CFSE (Invitrogen) and purified CLL 

cells labelled with 10mM Green CFSE (Invitrogen) in 1ml of RPMI supplemented with 1% 

FCS. Cells were incubated at 37°C for 10 minutes before being washed twice in RPMI 

supplemented with 10% FCS. Labelled cells were then added to a 48 well plate in a total of 

1ml of AB media at a ratio of 1 T-cell to 10 CLL cells. The cells were incubated in the 

presence or absence of blinatumomab (10 or 100ng/ml) for 12 hours.   
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2.8.2 Preparation of cells for phase contrast imaging 

1.5x10
6
 CLL PBMC were incubated in the presence or absence of blinatumomab (10, 

100ng/ml), CD3 (27.7ng/ml, 277.7ng/ml) or CD3/CD28 beads (7.5μl). Cells were incubated 

for 12hours in a 48-well plate in 1ml of AB media 

 

2.8.3 Phase contrast and confocal microscopy 

Phase contrast and confocal microscopy were performed using a Leica RS2 microscope 

and analyzed using Leica confocal software (Leica Microsystems, Milton Keynes, UK) and 

Image J software (National institutes of Health (NIH) USA). For 3-D image reconstruction of 

clusters, 50 confocal sections were taken and assembled using Imaris imaging software 

(BITPLANE scientific software Zurich Switzerland). 

 

2.9 Statistical analysis  

All statistical analysis was performed using Graphpad Prism 5.0 software (Graphpad 

Inc.). For variables between independent groups a non-parametric Mann-Whitney U test was 

used. For statistical analysis between 1 group measuring two nominal variables, a paired t-

test was used when the data were shown to conform to a Gaussian distribution. Correlations 

between CD4:CD8 ratios and other prognostic markers were determined using a Fisher’s 

exact test or Chi-squared test. Time to first treatment and progression-free survival were 

calculated from the patients’ date of diagnosis and curves constructed using Kaplan and 

Meier methodology. 
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CHAPTER 3 

 Immunophenotypic characterisation of T-cells from CLL patients 

 

 CLL is a disease characterised by profound immune dysfunction whereby CLL cells 

exert immunosuppressive mechanisms in order to avoid immune recognition (Ramsay and 

Gribben 2009). Furthermore, the relative failure to mount effective immune responses in CLL 

patients likely contributes to the pathogenesis of the disease including the progressive 

accumulation of tumour cells and the increased susceptibility to infection (Ravandi and 

O'Brien 2006). As yet the mechanisms behind CLL cell subversion of immune effector cells 

in particular T-cells, has not fully been characterised. 

    Flow cytometry is an established tool in the diagnosis, characterisation and monitoring 

of haematological malignancies and in viral infections including HIV (Barnett et al. 2008, 

Craig and Foon 2008). The objectives of this chapter were to use multi-colour flow cytometry 

to undertake phenotypic analysis of T-cells from the peripheral blood of 50 CLL patients, in 

order to identify any disease-associated T-cell abnormalities. Data generated from the 

analysis of these 50 CLL patients was subsequently pooled with a series generated by Dr 

Claudia Nunes, to obtain a cohort of over 100 CLL patients and a smaller cohort of 22 

healthy age-matched normal controls.  

    There is growing evidence to suggest T-cells play a key role in CLL pathogenesis.  

Increased numbers of activated T-cells have been documented in CLL, particularly in those 

patients with advanced disease (Tötterman et al. 1989). Furthermore, a recent report showed 

that the telomere length of T-cells was shortened in advanced stage CLL patients suggesting 
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that T-cells may indeed be proliferating in response to the growth of the CLL clone (Röth et 

al. 2008). In this study, an in-depth retrospective analysis was performed on T-cells using 

immunophenotyping data collected from over 100 CLL patients with the aim of identifying 

poor prognostic patients based on T-cell abnormalities. The identification of T-cell 

abnormalities which affect prognosis may be crucial in directing the development of future 

therapies in CLL.  

 

3.1 Lymphocyte populations in CLL patients 

To confirm the findings of previous studies, the frequency of lymphocyte populations 

including CD19
+
CD5

+ 
B-cells, T-cells (CD4

+
 and CD8

+
) and NK cells were enumerated in 

the peripheral blood of CLL patients and healthy age-matched donors (Figure 3.1 and 3.2). 

As expected the frequency of CD19
+
CD5

+
B-cells were significantly increased in the blood of 

CLL patients, when compared to healthy controls (Mean: 77.2% vs. 4.4%, P<0.0001). In 

contrast the percentage of CD3
+
 T-cells was decreased in CLL patient lymphocytes compared 

to control samples (Mean: 12.1% vs. 61.1%, P<0.0001). Within the CD3
+
 T-cell 

compartment, CLL patients had a significantly lower percentage of CD4
+
 T-cells when 

compared to healthy donors (Mean 40.3% vs. 57.2%, P=0.002). Conversely the percentage of 

CD8
+
 T-cells in the CLL cohort was significantly higher than the healthy donors (Mean 

41.6% vs. 30.9%, P=0.03). Measurement of absolute T-cell counts for 50 CLL patients and 

10 healthy donors revealed increased numbers of CD4
+
 and CD8

+
 in CLL patients (Figure 

3.11). 

  NK cells are another population of lymphocytes capable of recognising and targeting 

tumour cells. Analysis of the NK population in CLL patients showed that there was a 
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significantly lower percentage of NK cells within the CLL samples compared to the healthy 

control group (Mean 1.5% vs. 6.7%, P<0.0001). 

  Overall these results show that CD19
+
CD5

+
 B-cells dominate the lymphocyte 

population in CLL patients. In addition, they show that the frequency of both NK cells and 

CD3
+
 T-cells are significantly reduced in CLL patients with a trend towards increased CD8

+
 

T-cells and reduced CD4
+
 T-cells.  
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(A) CLL PATIENT 

               

                 B-cells                                            NK cells                            CD4
+ 

and CD8
+ 

T-cells 

 

(B) HEALTHY DONOR                   

                        

                     B-cells                                              NK cells                            CD4
+ 

and CD8
+ 

T-cells

                  

Figure 3.1. Gating strategy for the identification of B, T and NK cells from CLL 

patients (A) and healthy age-matched controls (B) The number of positive cells was 

measured using 8-colour flow cytometry (FACS Canto ІІ). Lymphocytes were gated based on 

forward and side scatter and separated on the cell surface expression of CD3. Within the CD3 

negative population both CD19
+
CD5

+
 B-cells and CD56

+
CD16

+
 were defined. In the CD3 

positive population both CD4
+
 and CD8

+
 T-cells were gated.     
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Figure 3.2. The frequency of peripheral blood lymphocyte populations in CLL patients 

(n=51-58) and healthy donors (n=12). The number of positive cells was measured using 8-

colour flow cytometry (FAC Canto ІІ). Lymphocytes were gated based on forward and side 

scatter profiles. The percentages of CD19
+
CD5

+ 
(CLL patients) and CD19

+ 
(Healthy donors) 

B-cells, CD3
+ 

T-cells and CD56
+
CD16

+
CD3

-
 (NK cells) within the lymphocyte gate are 

shown. CD4
+ 

and CD8
+ 

T-cells are measured within the lymphocyte/CD3 gate. The mean 

within each group is shown. Statistical analysis (Mann-Whitney U test) was carried out using 

GraphPad Prism. 
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3.2 T-cell subsets in CLL patients 

In order to gain new insights into why CLL patients respond so poorly to 

immunological challenge, a comprehensive analysis of CD4
+
 and CD8

+
 T-cell subsets was 

performed comparing healthy donors (age range 44-77 yrs, mean: 64yrs) and CLL patients. 

In ageing and during persistent viral infections, studies have shown there is a decline in naїve 

T-cell numbers and a skewing of T-cells towards a memory phenotype with limited T-cell 

repertoire diversity (Nikolich-Zugich 2008). This process is coupled with the down regulation 

of the co-stimulatory receptor CD28 on the surface of T-cells and an increase in the 

expression of CD57, a marker associated with a senescent/exhausted phenotype (Brenchley et 

al. 2003, Joshi and Kaech 2008). High levels of CD57
+
 T-cells have been observed in chronic 

viral infections such as HIV and have been associated with poor prognosis in solid cancers 

(Weekes et al. 1999, Focosi et al. 2010). 

  Using flow cytometry, T-cell subsets from CLL patients were separated based on their 

expression of the chemokine receptor CCR7; responsible for migration of T-cells to the 

lymph nodes from the peripheral blood and the surface marker CD45RO. T-cells were 

separated into naїve (CCR7
+
CD45RO

-
), central memory (CCR7

+
CD45RO

+
), effector 

memory (CCR7
-
CD45RO

+
) and highly differentiated effector cells (EMRA) (CCR7

-

CD45RO
-
). Within each subset CD28 and CD57 expression were analysed to identify cells 

with an antigen experienced/exhausted phenotype (Figure 3.3). 
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         A                                                              B 

         

 

         C    

                                    

Figure 3.3. Gating strategy for the measurement of CD28 and CD57 expression within 

CD4
+
 and CD8

+
 T-cell subsets. The number of positive cells was measured using 8-colour 

flow cytometry (FACS Canto ІІ). Lymphocytes were gated based on forward and side scatter 

profiles. (A) Separation of CD4
+
 T-cells into CD45RO

+
 and CD45RO

-
 subsets (B) Gating of 

Naїve, Central memory (CM), Effector memory (EM) and EMRA T-cells using both CCR7 

and CD45RO markers within the CD4
+
 T-cell population. (C) Within T-cell subsets the 

gating strategy for defining CD28
-
 and CD57

+
 cells.  



  CHAPTER 3: RESULTS  

80 

 

3.2.1 CD8
+
 T-cells 

Within the CD8
+
 population, T-cells were separated based on their expression of 

CD45RO (Figure 3.4). The CD45RO
+
 population had a significantly higher percentage of 

CD28
-
 (P=0.004) and CD28

-
CD57

+
 (P=0.009) T-cells in CLL patients compared to healthy 

controls. In contrast, analysis of the CD45RO
-
 population showed no statistically 

significantly difference in CD28
-
 or CD28

-
CD57

+
 T-cells between the CLL and healthy 

cohorts. Using CCR7 and CD45RO, CD8
+
 T-cells were further sub-categorised into naїve, 

CM, EM and EMRA subsets (Figure 3.5). There was a significant decrease in naїve CD8
+
 T-

cells (P=0.004) in CLL patients when compared to healthy donors. The percentage of CD8
+
 

T-cells displaying a CM, EM and EMRA phenotype however were not statistically different 

in CLL patients compared to controls. Analysis of CD28
-
 and CD57

+
 T-cells within each 

CD8
+
 T-cell subset showed there was a significant increase in CD28

-
 (P=0.008) and CD57

+
 

(P=0.004) CD8
+
 T-cells within the EM compartment of CLL patients compared to healthy 

donors. Increased percentages of CD28
-
 and CD57

+
 T-cells were also seen in the CD8

+
 

EMRA subset but this did not reach significance (Figure 3.6).  

    These results showed that there is a significant decrease in naїve CD8
+
 T-cells and a 

trend towards increased EM CD8
+
 T-cells in CLL patients compared to healthy-age matched 

controls. Analysis of CD8
+
 T-cells revealed a significantly increase in CD28

-
 and CD57

+
  

within the EM subset of CLL patients a phenotype previously associated with replicative 

senescence. 
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 A 

 

 

 B 

 

 

Figure 3.4. The expression of CD57, CD28 and CD45RO in CD8
+ 

T-cells from CLL 

patients (n= 49) and healthy donors (n=11). The number of positive cells was measured 

using 8-colour flow cytometry (FACS Canto ІІ). Lymphocytes were gated based on forward 

and side scatter profiles. (A) The percentage of CD28
-
 cells in the CD45RO

+
 and CD45RO

-
 

subsets within the CD8
+
 T-cell gate. (B) The percentage of cells negative for CD28 but 

positive for CD57 within both the CD45RO
+
 and CD45RO

-
 subsets in the CD8

+
 T-cell gate. 

The mean within each group is shown. Statistical analysis (Mann-Whitney test) was carried 

out using GraphPad Prism. 
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Figure 3.5. The expression of Naїve, Central memory, Effector memory, and Effector 

(EMRA) CD8
+
 T-cells in CLL patients (n=49) and healthy donors (n=11). The number of 

positive cells was measured using 8-colour flow cytometry (FACS Canto ІІ). Lymphocytes 

were gated based on forward and side scatter profiles. CD8
+
 T-cell subsets were gated based 

on their expression of CCR7 and CD45RO, Naїve (CCR7
+
CD45RO

-
), Central memory (CM) 

(CCR7
+
CD45RO

+
), Effector memory (EM) (CCR7

-
CD45RO

+
) and Effector (EMRA) (CCR7

-
 

CD45RO
-
). CLL=CLL Patient, HD=Healthy age-matched donor. The mean within each 

group is shown. Statistical analysis (Mann-Whitney test) was carried out using GraphPad 

Prism. 
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CD28
- 

   

 

 CD57
+ 

  

Figure 3.6. The frequency of CD28
-
 and CD57

+
 cells within CD8

+
 T-cell subsets from 

CLL patients (n=49) and healthy donors (n=11). The number of positive cells was 

measured using 8-colour flow cytometry (FACS Canto ІІ). Lymphocytes were gated based on 

forward and side scatter profiles. CD8
+
 T-cell subsets were gated based on their expression of 

CCR7 and CD45RO, Naїve (CCR7
+
CD45RO

-
), Central memory (CM) (CCR7

+
CD45RO

+
), 

Effector memory (EM) (CCR7
-
CD45RO

+
) and Effector (EMRA) (CCR7

-
 CD45RO

-
). 

CLL=CLL Patient, HD=Healthy age-matched donor. The mean within each group is shown. 

Statistical analysis (Mann-Whitney U test) was carried out using GraphPad Prism. 
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3.2.2 CD4
+
 T-cells 

Within the CD4
+
 T-cell population both CD45RO

+
 and CD45RO

-
 subsets were 

analysed from their expression of CD28 and CD57 (Figure 3.7). There was a significant 

increase in both CD45RO
+
CD28

- 
(P=0.04) and CD45RO

+
CD28

-
CD57

+
 (P =0.04) cells within 

the CD4
+
 compartment of CLL patients compared to healthy controls. Analysis of the 

CD45RO
- 
CD4

+ 
T-cell compartment showed no significant difference in the percentage of 

CD28
-
 or CD28

-
CD57

+
 cells. When the CD4

+
 T-cells compartment was separated into naїve, 

CM, EM and EMRA subsets based on CCR7 and CD45RO expression a significant increase 

in the percentage of EM CD4
+
 T-cells was observed in CLL patients compared to controls 

(P=0.04). In contrast a significant decrease in CM CD4
+
 T-cells was seen in CLL patients 

(P=0.04, Figure 3.8). Analysis of CD4
+
 T-cell subset revealed an increase in CD28

-
 (P=0.02) 

and CD57
+
 (P=0.008) cells within the EM CD4

+
 T-cell compartment of CLL patients 

compared to healthy controls whilst the other compartments showed no statistically 

significant differences (Figure 3.9). 

    These results revealed a significant decrease in CM and a trend towards a decrease in 

naïve CD4
+ 

T-cells within CLL patients when compared to healthy age-matched controls. In 

contrast there was a significant increase in EM CD4
+ 

T-cells in CLL patients. In a similar 

fashion to the CD8
+
 T-cell compartment, analysis of CD57

+
 and CD28

-
 cells revealed a 

significant increase in the EM compartment of CD4
+ 

T-cells in CLL patients.  
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Figure 3.7. The expression of CD57, CD28 and CD45RO in CD4
+ 

T-cells in CLL 

patients (n= 49) and healthy donors (n=11). The number of positive cells was measured 

using 8-colour flow cytometry (FACS Canto ІІ). Lymphocytes were gated based on forward 

and side scatter profiles. (A) The percentage of CD28
-
 cells in the CD45RO

+
 and CD45RO

-
 

subsets within the CD4
+ 

T-cell gate. (B) The percentage of cells negative for CD28 but 

positive for CD57 within both the CD45RO
+
 and CD45RO

-
 subsets in the CD4

+
 T-cell gate. 

The mean within each group is shown. Statistical analysis (Mann-Whitney U test) was carried 

out using GraphPad Prism. 
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Figure 3.8. The expression of Naїve, Central memory, Effector memory, and Effector 

(EMRA) CD4
+
 T-cells in CLL patients (n=49) compared to healthy controls (n=12). The 

number of positive cells was measured using 8-colour flow cytometry (FAC Canto ІІ). 

Lymphocytes were gated based on forward and side scatter profiles. CD8
+
 T-cell subsets 

were gated based on their expression of CCR7 and CD45RO: Naїve (CCR7
+
CD45RO

-
), 

Central memory (CM) (CCR7
+
 CD45RO

+
), Effector memory (EM) (CCR7

-
CD45RO

+
) and 

Effector (EMRA) (CCR7
-
CD45RO

-
). The mean within each group is shown. Statistical 

analysis (Mann-Whitney U test) was carried out using GraphPad Prism. CLL=CLL Patient, 

HD=Healthy age-matched donor.  
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CD28
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CD57
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Figure 3.9. The frequency of CD28
-
 and CD57

+
 cells within the CD4

+
 T-cell subsets from 

CLL patients (n=49) and healthy donors (n=12). The number of positive cells was 

measured using 8-colour flow cytometry (FACS Canto ІІ). Lymphocytes were gated based on 

forward and side scatter profiles. CD4
+
 T-cell subsets were gated based on their expression of 

CCR7 and CD45RO, Naїve (CCR7
+
CD45RO

-
), Central memory (CM) (CCR7

+
CD45RO

+
), 

Effector memory (EM) (CCR7
-
CD45RO

+
) and Effector (EMRA) (CCR7

-
CD45RO

-
). CLL= 

CLL Patient, HD= Healthy age-matched donor. The mean within each group is shown. 

Statistical analysis (Mann-Whitney U test) was carried out using GraphPad Prism. 
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3.3 The prognostic significance of T-cell subsets in CLL 

Phenotypic markers identified on the malignant B-cell clone have proven highly successful in 

classifying patients likely to undertake rapid disease progression (Van Bockstaele, Verhasselt 

and Philippé 2009), yet little is known about the prognostic power of other immune cells 

including T-cells. In this study retrospective analysis was performed on T-cells using 

immunophenotyping data collected from over 100 CLL patients with the aim of identifying 

poor prognostic patients based on the presence of T-cell abnormalities. 

 

3.3.1 Inversion of the CD4:CD8 ratio in a subset of CLL patients  

Phenotypic analysis of the CD3
+
 T-cell populations revealed that 47% of patients had a 

preferential expansion of CD8
+ 

T-cells compared to the CD4
+
 T-cells (Figure 3.10A). 

Therefore the patient cohort was divided into patients with an inverted CD4:CD8 ratio 

(CLL
IR

) and normal (non-inverted) ratio (CLL
NR

) based on a CD4:CD8 ratio threshold of 1.0. 

This threshold was based on the median CD4:CD8 ratio of the whole patient cohort and also 

represented the ratio at which the percentage of CD8
+
 T-cells outnumbered that of the CD4

+
 

T-cells (Figure 3.10B).  

Absolute numbers of T-cells were measured in 25 CLL
IR

 and 25 CLL
NR 

patients and 10 

healthy age-matched controls (Figure 3.11). Both CLL
IR

 and CLL
NR 

patients had increased 

numbers of CD4
+ 

and CD8
+ 

T-cells compared to healthy controls. Comparison CLL
IR

 and 

CLL
NR 

patients showed similar numbers of CD4
+ 

T-cells in both cohorts (CLL
IR

 1289 vs 

CLL
NR 

1317) but increased numbers of CD8
+ 

T-cells in the CLL
IR 

group (CLL
IR

 1524 vs 

CLL
NR 

842). 
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Figure 3.10. The incidence of normal and inverted CD4:CD8 ratios in CLL patients. (A) 

The number of patients within the cohort that had an inverted ratio (CD4:CD8 <1) and 

normal ratio (CD4:CD8 ≥1) of CD4
+
 and CD8

+
 T-cells. (B) The CD4:CD8 ratio was 

determined for the cohort of 110 CLL patients with a median ratio of 1.0. (C) The median age 

of CLL patients in the CLL
IR

 and CLL
NR 

groups. Statistical analysis (Mann-Whitney U test) 

was carried out using GraphPad Prism. 
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T lymphocyte 

subsets 

CLL patient samples 

 

Normal CD4:CD8       Inverted CD4:CD8 

        (n=25)                          (n=25) 

    

Age-matched 

healthy donors 

(n=10) 

CD4+ T-cells in CD3 1317± 564 1289 ± 441 713 ± 342 

CD8+ T-cells in CD3 842 ± 332 1524 ± 303 308 ± 183 

 

Figure 3.11. Absolute numbers of CD4
+
 and CD8

+ 
T-cells from normal and inverted 

ratio CLL patients and healthy age-matched controls. 

   

 

3.3.2 Patients with an inversion of the CD4:CD8 ratio have an inferior prognosis  

In order to determine whether like other cancers (Markowska et al. 1995, Sheu et al. 

1999) the ratio of CD4:CD8 ratio had prognostic significance in CLL, the time to first 

treatment (TTFT) and progression-free survival of both the CLL
IR 

and CLL
NR 

patient groups 

were compared. Patients with an inverted ratio of CD4:CD8 were found to have a 

significantly shorter time to first treatment (P=0.03, Figure 3.11A) and progression-free 

survival (P= 0.005, Figure 3.11B) when compared to those patients with a normal CD4:CD8 

ratio. Importantly the inferior prognosis seen in the CLL
IR 

group was independent of the age 

of patients as there was no significant difference between the median ages of both groups at 

the date of testing (Figure 3.10C) 
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3.3.3 T-cell subset analysis of CLL
IR 

and CLL
NR 

patient groups  

In order to rationalise the poor prognosis associated with the inverted CD4:CD8 ratio 

group, detailed phenotypic analysis of T-cell subsets in both the CLL
IR 

and CLL
NR 

groups 

was performed. Using the markers CCR7 and CD45RO, T-cell subsets from both the CLL
IR 

and
 
CLL

NR 
group were separated into naїve (CCR7

+
CD45RO

-
), central memory 

(CCR7
+
CD45RO

+
), effector memory (CCR7

-
CD45RO

+
) and highly differentiated effector 

cells (EMRA) (CCR7
-
CD45RO

-
). An increased frequency of CD57

+
CD27

-
CD28

-
 T-cells has 

been shown during normal aging and in individuals with chronic viral infections and cancer 

(Merino et al. 1998). These CD57
+
CD27

-
CD28

-
 T-cells have also been associated with a 

replicative senescence phenotype with an enhanced tendency to undergo apoptosis 

(Brenchley et al. 2003, Van den Hove et al. 1998). Therefore differences in the frequency of 

these CD57
+
CD27

-
CD28

-
 T-cells within memory subsets of T-cells from CLL

IR
 and CLL

NR 

patient groups were examined, as well as for healthy age-matched donors.  

 

 

 

 

 

 

 

 



  CHAPTER 3: RESULTS  

92 

 

A         

                                                        

B 

 

 

 

 

 

Figure 3.12. Kaplan-Meier curves for time to first treatment and progression-free 

survival for CLL
IR 

(n= 41)
 
and CLL

NR 
patients (n=43). Kaplan-Meier analysis was used to 

assess the effect of a CLL patient’s CD4:CD8 ratio on (A) time to first treatment (TTFT) and 

(B) progression-free survival (PFS). A log-rank test was used to test the difference between 

the two curves. (HR=Hazard ratio) 
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Figure 3.13. The percentage of Naїve, CM, EM and EMRA within the (A) CD8
+ 

and (B) 

CD4
+ 

T-cells populations of CLL
IR

 (n=43), CLL
NR

(n=43) and healthy donors (n=19). 

The number of positive cells was measured using 8-colour flow cytometry (FACA Canto ІІ). 

Lymphocytes were gated based on forward and side scatter profiles. CD8
+
 and CD4

+
 T-cell 

subsets were gated based on their expression of CCR7 and CD45RO: Naїve 

(CCR7
+
CD45RO

-
), Central memory (CM) (CCR7

+
 CD45RO

+
), Effector memory (EM) 

(CCR7
-
CD45RO

+
) and Effector (EMRA) (CCR7

-
CD45RO

-
). The mean within each group is 

shown. Statistical analysis (Mann-Whitney U test) was carried out using GraphPad Prism. 

CLL
IR

 = CLL Patient (CD4:CD8 ratio <1) CLL
NR

 = CLL patient (CD4:CD8 ratio 1) and HD 

= Healthy age-matched donor. 
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3.3.4 Patients with an inverted CD4:CD8 ratio have an expansion of CD8
+
 T-cells with a             

         highly differentiated effector phenotype 

Analysis of T-cell subsets revealed a significant decrease in both naїve (P=0.002) and 

CM (P=0.004) CD8
+
 T-cells in the CLL

IR
 group compared to the CLL

NR 
group. In contrast, 

there was a significant increase in EMRA CD8
+
 T-cells in the CLL

IR 
group (P=0.03). Within 

the CD4
+
 T-cell population there was also a significant decrease in naїve T-cells (P=0.0007) 

with a concomitant increase in EM T-cells (P=0.0005) but not EMRA T-cells (P=0.32) within 

the CLL
IR 

group in comparison to the CLL
NR 

group (Figure 3.13). 

    Overall these results identified a preferential decrease of naïve CD4
+ 

and CD8
+ 

T-cells 

in the CLL
IR 

group in comparison to the CLL
NR 

group. This change in naïve T-cells was 

associated with a significant increase in EMRA CD8
+ 

T-cells and EM CD4
+ 

T-cells in the 

CLL
IR 

group.   

 

3.3.5 Increased frequency of CD57
+
 CD27

-
CD28

-
 T-cells within the CLL

IR 
patient group 

Within the CD8
+
 T-cell compartment CD57

+
CD27

-
CD28

-
 T-cells were significantly 

increased in the EM (P=0.019) subset and progressing towards significance in the EMRA 

subset (P=0.06) of CLL patients compared to healthy controls (Figure 3.14A). When the CLL 

patient cohort was separated into the CLL
IR

 and CLL
NR 

groups, significantly higher 

percentages of CD8
+
CD57

+
CD27

-
CD28

-
 T-cells were seen in the EM (P=0.0005) and EMRA 

(P=0.002) subsets in the CLL
IR

 compared to healthy donors. No significant difference in 

CD8
+
CD57

+
CD27

-
CD28

-
 T-cells was seen between the CLL

NR 
group and healthy group in 

both the EM and EMRA subsets (Figure 3.14B). The presence of CD57
+
CD27

-
CD28

-
 T-cells 

was also assessed in the EM subset within CD4
+
 T-cell population. There was a significant 
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increase in CD4
+
CD57

+
CD27

-
CD28

-
 T-cells within the EM subset from CLL patients 

compared to healthy controls (Figure 3.14C). When assessing both the CLL
IR

 and CLL
NR 

groups compared to healthy controls, only the CLL
IR 

patient group had a significantly higher 

percentage of CD4
+
CD57

+
CD27

-
CD28

-
 T-cells in the EM subset (P=0.01, Figure 3.14D). 

Due to the low frequency of CD4
+
 T-cells displaying an EMRA phenotype in CLL patients, 

no comparative analysis was made of this population between the CLL
IR

 and CLL
NR 

groups.            

    Overall these results show an increase in CD57
+
CD27

-
CD28

-
 T-cells within the EM/ 

EMRA CD8
+ 

T-cell compartment and EM CD4
+ 

T-cell compartment of CLL patients 

compared to healthy donors. These CD57
+
CD27

-
CD28

-
 T-cells were preferential expanded in 

CLL patients from the CLL
IR

 group compared to the CLL
NR

 group.  

 

3.3.6 CD8
+
CD57

+
 CD27

-
CD28

-
 T-cell expansions in the CLL

IR
 group are independent of                   

         patient CMV serostatus 

 

A previous study reported the expansion of CMV-specific CD8
+
CD45RA

+
CD27

-
 T-

cells in CMV-seropositive CLL patients (Mackus et al. 2003). In order to determine whether 

CMV infection could be driving the CD8
+
CD57

+
 CD27

-
CD28

-
 T-cell expansions in the 

CLL
IR

 group, the CMV serostatus of 20 CLL
IR

 and 20 CLL
NR

 patients was determined by the 

local Health Laboratory Service, Cardiff, Wales. 17 out of 20 CLL
IR 

patients and 15 out of 20 

CLL
NR 

patients were seropositive for CMV. Separation of CLL patients based on CMV 

serostatus revealed no significant differences in the percentage of CD8
+ 

T-cells or 

CD57
+
CD27

-
CD28

-
 T-cells between both groups (Figure 3.14E).  
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These results suggest that CMV cannot be solely responsible for the inversion of the 

CD4:CD8 ratio or the increase in CD57
+
CD28

-
CD27

-
 EM and EMRA T-cells observed in the 

CLL
IR 

group. 
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A                                                                B 

      

 

      C                                                D                                              E 

   

 

 

Figure 3.14. Expression of CD57
+
CD27

-
CD28

-
 cells within the EM and EMRA T-cells 

from CLL
IR

 (n=40), CLL
NR 

(n=43) and healthy donors (n=19). (A) Percentage of 

CD57
+
CD27

-
CD28

-
 EM and EMRA CD8

+ 
T-cells of the CLL patient cohort and age-matched 

healthy donors. (B) Percentage of CD57
+
CD27

-
CD28

-
 EM and EMRA CD8

+
 T-cells in the 

CLL
IR

, CLL
NR

 patient cohorts and healthy donors. (C) Percentage of CD57
+
CD27

-
CD28

- 
EM 

CD4
+
 T-cells in CLL patients and healthy donors. (D) Percentage of CD57

+
CD27

-
CD28

-
 EM 

in the CLL
IR

, CLL
NR

 patient cohorts and healthy donors. The EMRA subset was not included 

for CD4
+
 T-cells due to the low prevalence of this subset within the total CD4

+
 T-cell subset. 

(E) The effect of CMV serostatus on the percentage of CD8
+
 T-cells or the percentage of 

CD57
+
CD27

-
CD28

- 
T-cells in the CLL patient cohort. The mean within each group is shown. 

Statistical analysis (Mann-Whitney U test) was carried out using GraphPad Prism.   
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3.3.7 Inversion of the CD4:CD8 ratio associated with increased CD8
+
PD-1

+
 expression  

 

PD-1 is a negative regulator of TCR signalling which, like CD57
+
 has been associated 

with replicative senescence (Miles et al. 2010, D'Souza et al. 2007). The expression of PD-1 

in 77 out of 110 (70%) patients was investigated with the aim of determining whether this 

marker was differentially expressed between the CLL
IR 

and CLL
NR 

groups. There was a 

significant increase in the percentage of PD-1 expressing CD8
+ 

T-cells in the CLL
IR 

group 

when compared to the CLL
NR 

group (P=0.027, Figure 3.15A). This increase in PD-1 

expression within the CD8
+
 T-cell compartment was found to be independent of CMV 

serostatus (Figure 3.15B). 

    These results suggest that there is a preferential expansion of PD-1
+
 CD8

+
 T-cells 

within the CLL
IR

 group which is independent of patient CMV serostatus.  
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A                                                                         B 

 

   Figure 3.15. PD-1
+
 expression on CD8

+
 T-cells from CLL patients. (A) The percentage 

of CD8
+
PD-1

+
 T-cells in CLL patients with an inverted CD4:CD8 ratio and those with a 

normal CD4:CD8 ratio. (B) The percentage of CD8
+
PD-1

+
 T-cells in CMV-seronegative and 

CMV-seropositive CLL patient groups. The mean within each group is shown. Statistical 

analysis (Mann-Whitney U test) was carried out using GraphPad Prism. 

 

3.3.8 CLL
IR

 is not associated with the percentage of regulatory T-cells within the CD4
+  

              
compartment

 

A recent study showed an association between high levels of Tregs and shorter time to 

first treatment in CLL (Weiss et al. 2011). This study therefore looked at the frequency of 

regulatory T-cells within the CLL
IR

 group in order to determine if this could be responsible 

for the poor prognosis of this group (Figure 3.16). Within the total CLL cohort there was a 

significant increase in Tregs compared to healthy age matched controls (P=0.02, Fig. 3.16). 

However, upon separating the CLL patient cohort into CLL
IR 

and CLL
NR 

groups, there was 

no significant difference found in the percentage of Tregs between the CLL
IR 

group and  

healthy age-matched controls (P=0.07). 
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A                                                                       B   

                        

    

    C                                                                       D 

 

 

 

  

 

 

 

Figure 3.16. Gating strategy for the detection of CD4
+
CD25

HIGH
FOXP3

+ 
regulatory T-

cells from the blood of CLL patients. The number of positive cells was measured using 8-

colour flow cytometry (FACS Canto ІІ). Lymphocytes were gated based on forward and side 

scatter profiles. (A) CD3
+
 cells were gated within the lymphocyte population, (B) CD4

+
 cells 

within CD3
+
 gate, (C) Gating of CD4

+
CD25

HIGH
 cells within CD4

+
 gate and (D) FOXP3

+
 

cells within CD4
+
CD25

HIGH
 gate. 
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Figure 3.17. The frequency of CD4
+
CD25

HIGH
FOXP3

+ 
regulatory T-cells within the 

whole CLL patient cohort, the CLL
IR

 and CLL
NR 

subsets and healthy age-matched 

donors. Treg percentages were measured within the CD4
+ 

T-cell population of CLL patients 

and healthy age-matched donors. The mean within each group is shown. Statistical analysis 

(Mann-Whitney test) was carried out using GraphPad Prism. CLL
IR

 = CLL patient 

(CD4:CD8 ratio <1) CLL
NR

 = CLL patient (CD4:CD8 ratio 1) and HD = Healthy age-

matched donor. 

 

 

3.3.9 CLL
IR 

is not associated with tumour cell phenotype or Binet stage at diagnosis  

 In order to assess the prognostic significance of the inverted CD4:CD8 ratio further, 

CLL
IR

 and CLL
NR 

groups were analysed for their expression of established prognostic 

markers in CLL (Figure 3.18). This study found no significant difference in CD38 (P=0.8), 

ZAP-70 expression (P=0.15), IGHV mutational status (P=0.55) or Binet Stage (P=0.51) 

between the CLL
IR

 and CLL
NR 

groups. There was however a significant association between 

the inversion of the CD4:CD8 ratio and a shorter lymphocyte doubling time (LDT) (P=0.03). 
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A                                                                    B 

 

 

 

 

 

      C                                                                     D      

 

 

 

 

 

      E 

 

 

 

 

 

 

Figure 3.18. Correlation of CD4:CD8 ratio and CD38 expression, ZAP-70 expression, 

IGHV gene mutational status, Binet stage at diagnosis and lymphocyte doubling time. 

(A), percentage of CD38 expression in the CLL
IR

, CLL
NR

 patients. (B), percentage of ZAP-

70 expression in CLL
IR

, CLL
NR

 patients. (C), percentage unmutated and mutated IGHV genes 

in CLL
IR

, CLL
NR

 patients. (D), number of CLL
IR

 and CLL
NR

 patients in stage A, B and C. 

(E), lymphocyte doubling time of CLL
IR

 and CLL
NR

 patients. Statistical analyses were 

performed using a Chi-squared test (3 variables compared between groups) or a Fisher’s 

exact test (2 variables compared between groups).  
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3.4 Discussion 

This study performed immunophenotypic analysis of T-cells from treatment-naїve early 

stage CLL patients with the aim of (A) characterising their dysfunctional status and (B) to 

determine if any T-cell abnormalities in CLL had prognostic significance within the disease.        

General analysis of the lymphocyte population from CLL patients showed a significant 

decrease in T-cells (CD4
+
 and CD8

+
) and NK cells compared to healthy age-matched 

controls. As only percentages of cells were measured it is somewhat unsurprising they were 

decreased given the relative expansion within this population of the leukaemic B-cell clone. 

Previous studies have however shown that whilst the percentage of T-cells and NK cells in 

the peripheral blood decreased, the absolute number of both populations is frequently 

increased in CLL patients (Vuillier et al. 1988). Indeed absolute count data obtained from 50 

CLL patients and 10 healthy donors in this study confirmed the expansion of T-cells in this 

study’s patient cohort (Figure 3.11).  

         The analysis of both CD4
+
 and CD8

+
 T-cells in the cohort of CLL patients revealed 

further abnormalities in T-cell phenotype. This study showed an expansion of CD28
-

CD45R0
+
 CD4

+
 and CD8

+
 T-cells, indicating an expansion of activated T-cells with a 

memory phenotype within CLL patients. This finding supports those of a previous study 

which showed an increased frequency of activated HLA-DR
+
 T-cells in CLL patients 

(Tötterman et al. 1989). Subset analysis revealed reduced percentages of naїve T-cells and a 

trend towards increased EM and EMRA T-cells within the CD8
+
 compartment. Similarly 

there was an expansion in EM and a trend towards a decrease in naїve T-cells within the 

CD4
+ 

compartment. This skewing of T-cells towards a memory phenotype has been reported 

previously in CLL and was found to be more pronounced in progressive patients compared to 
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stable patients (Tinhofer et al. 2009). These results confirm that T-cells are being chronically 

stimulated in CLL patients, which may contribute to the pathogenesis of the disease. 

       Phenotypic analysis of T-cell subsets revealed an increase in CD28
-
 EM T-cells in CLL 

patients. This reduction in CD28 expression may impair the ability of T-cells from CLL 

patients to receive activation signals from antigen presenting cells, including leukaemic B 

cells, which are known to display reduced levels of CD80 and CD86 (Dazzi et al. 1995). The 

study also showed that CD28 negativity was associated with an increase in CD57 expression 

on T-cells in CLL patients. Down regulation of CD28 and an increase in CD57 has been 

reported previously (Brenchley et al. 2003, Serrano et al. 1997, Weekes et al. 1999, Van den 

Hove et al. 1998) where it has been associated with reduced proliferative potential and an 

increased tendency to undergo apoptosis. Subset analysis of CD4
+
 and CD8

+
 T-cells revealed 

that this expansion of CD28
-
 and CD57

+
 cells was predominantly increased in the EM and 

EMRA compartments. CD4
+
CD57

+
 and CD8

+
CD57

+
 T-cells expansions have been reported 

previously in CLL patients where they were shown to have considerable oligoclonality 

(Serrano et al. 1997). The cause of these oligoclonal expansions remains unresolved, however 

several groups have suggested CMV reactivation may play a role in driving CD4
+
 and CD8

+
 

effector memory T-cell expansions in CLL (Mackus et al. 2003, Walton et al. 2010, 

Pourgheysari et al. 2010). Alternatively, other groups have pointed to this expansion as 

evidence for an anti-tumour T-cell response (Goddard et al. 2001, Rezvany et al. 2000). If 

indeed T-cell activation is being regulated by the CLL clone, studying these alterations in T-

cell populations may be important for understanding the pathogenesis of the disease. 

         As part of the comprehensive analysis of T-cells in CLL patients this study showed that 

52% of our patient cohort had a preferential expansion of CD8
+
 T-cells, leading to an 

inversion in the normal CD4:CD8 ratio. Patients with an inverted CD4:CD8 ratio have been 
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reported previously in CLL patients (Platsoucas et al. 1982) but this study showed for the first 

time that patients with an inverted ratio had a shorter time to first treatment conferring an 

inferior prognosis compared to normal ratio patients. This was independent of age and other 

established prognostic markers in CLL including CD38
 
and ZAP-70 expression, IGHV gene 

mutation status and Binet stage at diagnosis. The prognostic significance of CD4:CD8
 
ratios 

have been reported in solid cancers (Hernberg et al. 1997, Sheu et al. 1999) whilst in CLL the 

ratio of naїve to EM CD4
+
 T-cells has been shown to be an indicator of aggressive disease 

(Tinhofer et al. 2009). A recent study by Gonzalez-Rodriguez et al reported somewhat 

contradictory results to the findings presented here. They suggested that higher CD8 counts 

corresponded with higher medium survival times in CLL patients (Gonzalez-Rodriguez et al. 

2010). These results were however based on the ratio of T-cells to the number of malignant 

B-cells and therefore not directly comparable to results presented in this study. In addition, 

disease progression in CLL is usually associated with an increase in B-cell expansions. 

Therefore it is somewhat unsurprising that patients with a low T-cell to B-cell ratio had a 

poorer prognosis.      

In keeping with other reports this study showed an increase in Tregs in CLL patients 

(Giannopoulos et al. 2008). As Tregs have been showed to increase with disease progression 

and have been associated with decreased T-cell responses in CLL (Giannopoulos et al. 2008), 

the percentage of Tregs was analysed within both the CLL
IR 

and CLL
NR

 groups. This study 

revealed no correlation between Treg percentages and the invertion of the CD4:CD8 ratio 

suggesting Tregs are not responsible for the inferior prognosis of this group. There was 

however a positive correlation between the inversion of the CD4:CD8 ratio and LDT. LDT 

has been recently shown to be the most important determinant of TTFT in Stage A patients 

(Pepper et al. 2012). 
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The reasons behind the inversion of the CD4:CD8 ratio in a subset of CLL patients 

remains unclear; however absolute T-cell count analysis suggests that this inversion is caused 

by the preferential expansion of the CD8
+
 T-cell compartment rather than a relative reduction 

in CD4
+
 T-cells. Several studies have indicated that expansions of T-cells in CLL patients 

might be due to chronic antigen stimulation from persistent viral infections such as CMV 

(Pourgheysari et al. 2010, Walton et al. 2010, Mackus et al. 2003). It is possible that sub-

clinical CMV reactivation in these immunocompromised individuals may drive chronic 

antigen stimulation and exhaustion of the T-cell compartment. However, in this study the 

preferential expansion in CD8
+
 T-cells occurred in both CMV seropositive and seronegative 

CLL patients, indicating that CMV cannot be solely responsible for the inversion of the 

CD4:CD8 ratio or the increase in CD57
+
CD28

-
CD27

-
 EM and EMRA T-cells. These results 

are supported by a previous study that showed CD8
+
 T-cell expansions in CMV seronegative 

CLL patients, with CMV serostatus having no effect on the overall survival of CLL patients 

(Pourgheysari et al. 2010). Further analysis revealed an increase in CD8
+
 T-cells expressing 

PD-1 in the inverted ratio group, a marker associated with replicative senescence. Importantly 

this increase in PD-1 expression was independent of CMV serostatus. A logical extension to 

this work would be to use CMV tetramer technology to determine the number and phenotype 

of CMV-specific CD8
+
 T-cells in CLL patients and healthy donors. This would allow us to 

rule out CMV stimulation as the sole cause of this expanded CD8
+
 T-cell population in the 

CLL
IR 

group including those cells displaying CD57
+
CD27

-
CD28

- 
EM and EMRA 

phenotypes. 

    It is clear that CLL patients’ exhibit increased T-cell numbers compared to healthy age-

matched controls regardless of CMV serostatus. It is possible that other infectious antigens 

may be driving T-cell expansions or possibly that the tumour itself may support T-cell 
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proliferation through the release of cytokines or through the presentation of tumour antigens.  

T-cell responses to autologous CLL cells have been documented in vitro which most likely 

represent responses against multiple tumour antigens rather than a single immunodominant 

epitope (Gitelson et al. 2003). Several candidate tumour antigens have been identified in CLL 

including survivin, fibromodulin and MDM2 which are capable of expanding functional 

autologous tumour specific T-cells (Mayr et al. 2005, Schmidt et al. 2003, Mayr et al. 2006). 

If a tumour-specific response is responsible for the expansion of CD8
+
 T-cells seen in the 

CLL
IR 

group it would seem counter intuitive that these patients would have an inferior 

prognosis when compared to patients with a normal CD4:CD8 ratio. It is however possible 

that these expanded CD8
+
 T-cells are functionally tolerised and thus unable to elicit an anti-

tumour response. Tolerisation of T-cells has been shown to follow an initial period of T-cell 

proliferation (Redmond and Sherman 2005). Furthermore high frequencies of tolerised TAA-

specific CD8
+
 T-cells have been reported in cancer patients with impaired cytokine responses 

to mitogens and an inability to lyse tumour cell targets (Lee et al. 1999). The increased 

number of CD8
+
 T-cells found in the CLL

IR 
group may be due to a loss of immunological 

control in these patients whereby CD8
+
 T-cells are expanding in response to chronic 

stimulation from the tumour but ultimately become anergic. Indeed the increase in antigen 

experienced CD8
+ 

T-cells within the CLL
IR 

group, which are CD28
-
CD27

-
CD57

+
 and PD-1

+ 

indicates that there are a large proportion of effector cells that are highly differentiated and 

have a low proliferative potential in these patients. This may contribute to a reduced ability of 

memory responses to protect against reinfection or for established anti-tumour memory T-cell 

responses to respond to the growth of the tumour. Furthermore the relative reduction in naїve 

T-cells may lead to depletion in the TCR repertoire diversity within the naїve T-cell pool 

making it more difficult to mount immune responses to new infections or novel tumour 

antigens.  
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    Alternatively the poor prognosis of the CLL
IR 

patient group may be explained by the 

presence of CD57
+ 

T-cells. CD8
+
CD57

+ 
T-cells have been shown to secrete a lectin-binding 

soluble factor capable of inhibiting the cytolytic function of CD8
+
CD57

- 
T-cells and 

increasing the risk of infection (Autran et al. 1991). It is also possible that the expanded CD8
+ 

T-cells are capable of driving the growth of tumour cells. CD8
+
CD57

+ 
T-cells can secrete 

high levels of IFN-γ and TNF-α upon activation which has been shown to promote the 

survival of CLL cells in vitro (Chong et al. 2008, Buschle et al. 1993, di Celle et al. 1994).  

 
Given that the poor prognosis of the inverted ratio group is associated with an 

expansion of a potentially tolerised CD8
+ 

T-cells population over expressing PD-1, it would 

be interesting to know if this PD-1 positive population has specificity for the CLL clone. It 

would also be of great interest to evaluate PD-1 signalling blockade as a potential therapeutic 

strategy to break T-cell tolerance within the disease. Blocking antibodies to PD-1 have 

already been shown to reverse the exhaustive phenotype of HIV-specific PD-1
+
 CD8

+
 T-cells 

allowing the recovery of proliferative and cytotoxic responses (Trautmann et al. 2006). In 

addition PD-1-PDL-1 signalling blockade has been shown to provide clinical benefit in phase 

1 clinical trials of patients with solid and haematological malignancies (Berger et al. 2008, 

Brahmer et al. 2010). 

    The results of this chapter show that there is a clear perturbation in the normal 

lymphocyte populations in CLL patients, including a reduction in the percentages of T-cells 

and an increase in the frequency of regulatory T-cells. Within the CLL patient cohort we also 

identified a subset of patients that display an inversion in the CD4:CD8 T-cell ratio. These 

patients had a preferential expansion in CD8
+
 T-cells displaying a highly differentiated and 

replicative senescent phenotype. Importantly this group of patients had shorter lymphocyte 
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doubling times, representing patients with more progressive disease who are likely to require 

earlier treatment. 
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CHAPTER 4 

Investigating the role of immunosuppressive molecules in CLL 

 

Immunosuppressive molecules, including PD-1 and CD200, have been implicated in 

the suppression of T-cell responses during chronic infections as well as in solid and 

haematological malignancies (Zhang, Gajewski and Kline 2009a, Gao et al. 2009). Sustained 

signalling via these molecules can result in T-cell exhaustion including suppression of T-cell 

proliferation, cytokine release and effector function, whilst facilitating immune escape of 

cancer cells (Norde et al. 2012). Furthermore immunosuppressive molecules may reduce the 

efficacy of current therapeutic strategies aimed at promoting T-cell responses in 

haematological malignancies including vaccination, allo-HSCT and adoptive T-cell therapy 

(Berger et al. 2008).  

This study has previously described a cohort of CLL patients with inferior prognosis 

based on their inversion in CD4:CD8 T-cell ratio. Such patients were found to have a 

preferential expansion of CD8
+
 T-cells skewed towards a highly differentiated effector 

memory phenotype with increased expression of PD-1. PD-1 expression has been associated 

with a replicative senescent phenotype and may contribute to T-cell dysfunction in CLL 

patients thereby impairing immune regulation of the leukaemic clone (Grzywnowicz et al. 

2012). The aims of this chapter were to further investigate the expression of 

immunosuppressive molecules including PD-1 and CD200, and to evaluate their functional 

and clinical significance in CLL patients. 
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4.1 Immunosuppressive molecules in CLL 

Immunosuppressive molecules such as CD200 and PD-1 have been shown to be         

upregulated during chronic infections and in cancer (Dorfman and Shahsafaei 2010, Caserta 

et al. 2012, Zhang et al. 2009a, Day et al. 2006). CD200 is a cell surface glycoprotein found 

on B, T and NK cells that is known to play a role in regulating immune responses. As CD200 

does not possess a cytoplasmic domain with signalling motifs, inhibitory signals are believed 

to be delivered to CD200R expressing cells including myeloid cells (macrophages and 

neutrophils) and T-cells upon CD200:CD200R engagement (Gorczynski et al. 1999, Wang et 

al. 2010). CD200 upregulation has already been demonstrated in haematological 

malignancies including AML and MM, where it is associated with inferior prognosis 

(Moreaux et al. 2006). In accordance with previous work (El Desoukey et al. 2012, Wong et 

al. 2010, Dorfman and Shahsafaei 2010, Rawstron et al. 2010) the expression of CD200 was 

analysed on the surface of CLL cells in this study including analysis of T-cells and NK cells. 

The expression of its receptor (CD200R) was measured on T-cells in a smaller cohort of CLL 

patients to demonstrate the potential for CD200-CD200R inhibition of T-cells in CLL.  
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Figure 4.1. Gating strategy for the identification of B, T and NK cells from CLL 

patients and the measurement of CD200 and CD200R expression. Lymphocytes were 

gated based on forward and side scatter and separated on cell surface expression of CD3 (A-

B). Within the CD3 negative population CD19
+
CD5

+
 B-cells (C) and CD16

+
CD56

+ 
NK cells 

(D) were gated. In the CD3 positive population both CD4
+
 and CD8

+
 T-cells were gated (E). 

CD200 was measured within in B, T and NK cells and CD200R in T-cells as a percentage 

above an isotype control antibody (F-G). The numbers of positive cells were determined 

using flow cytometry and analysis was performed using Flowjo software. 
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4.1.1 CD200 and CD200R expression in CLL patients  

CD200 expression was measured on CD19
+
CD5

+
 B-cells, T-cells and NK cells from 

the blood of CLL patients and healthy age-matched donors (Figure 4.1). The percentage of 

CD200
+
CD19

+
CD5

+
 B-cells from CLL patients was significantly higher than healthy controls 

(Mean: 94.9% VS 40.3% P<0.0001). Analysis of T-cells and NK cells showed significant 

increases in the percentages of CD200 expressing CD8
+
 T-cells (28.4% vs. 8.7%, P=0.02), 

CD4
+
 (42.4% vs. 16.8%, P=0.02) and NK cells (Mean 2.0% vs. 0.7%, P=0.001). 

Measurement of the receptor for CD200 (CD200R) on the surface of T-cells from CLL 

patients and healthy donors showed there was no statistically significant difference between 

both groups (Figure 4.2: CD4
+
 18.8% vs. 16.6%, CD8

+
 10.4% vs. 8.7% respectively). 

     Analysis of T-cells revealed a significant correlation between the percentage 

CD4
+
CD200

+
 T-cells and CD8

+
CD200

+
 T-cells in CLL patients (P<0.0001). A similar 

correlation was shown between the percentage of CD4
+
CD200R

+
 T-cells and CD8

+
CD200R

+
 

T-cells in CLL patients (P<0.0001). In addition no significant correlations were observed 

between the percentages of CD200 and CD200R expressing T-cells within the CD4
+
 T-cell 

population (P=0.14) or CD8
+
 T-cell population (P=0.33) in CLL patients. No correlations 

were seen between the percentages of CD4
+
 (P=0.57) or CD8

+
 T-cells (P=0.50) expressing 

CD200 and CLL cells expressing CD200R in CLL patients (Figure 4.3).    

   Collectively the data presented here shows that CD200 is over expressed in CLL 

patients including on B, T and NK cells when compared to healthy donors. Moreover there 

was a strong correlation between the percentage of CD4
+ 

and CD8
+ 

T-cells expressing either 

CD200 or CD200R in CLL patients. There however appeared to be no link between CD200R 

expression on T-cells and CD200 expression on either T cells or CLL cells.  
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Figure 4.2. CD200 (n=44) and CD200R (n=26) expression on lymphocytes from CLL 

patients compared to healthy age-matched controls (n=12). The numbers of positive cells 

were measured using 8-colour flow cytometry (FACS Canto ІІ). Lymphocytes were gated 

based on forward and side scatter profiles. CD200 expression was measured on CD19
+
CD5

+
 

(CLL patients) and CD19
+ 

(Healthy donors) B-cells, CD3
+ 

T-cells (CD4
+
 and CD8

+
) and 

CD56
+
CD16

+
CD3

-
 (NK cells) and CD200R expression was measured on CD4

+ 
and CD8

+ 
T-

cells. Both CD200 and CD200R expression  was measured as a percentage of expressing 

cells above that of an isotype control. The mean within each group is shown. Statistical 

analysis (Mann-Whitney U test) was carried out using GraphPad Prism.  
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Figure 4.3. Analysis of CD200 and CD200R expression on T-cells and tumour cells in 

CLL patients. Linear regression plots comparing the percentage of CD200 (A) or CD200R 

(B) expressing CD8
+
 T-cells against the percentage of CD200 or CD200R expressing CD4

+
 

T-cells for each patient. (C) Linear regression plots comparing the percentage of CD200R vs. 

CD200 expressing CD4
+
 T-cells within the CLL patient cohort. (D) Linear regression plots of 

the percentage of CD200R vs. CD200 expressing CD8
+
 T-cells within the CLL patient 

cohort. Linear regression plot comparing the percentage of CD200
+
 CD4

+
 (E) or CD8

+
 (F) T-

cells vs. CD200 expressing CLL cells within the CLL patient cohort.  
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4.1.2 Programmed death-1 (PD-1) and its ligand (PDL-1)  

PD-1 is a co-inhibitory molecule expressed on activated B and T-cells and has been 

shown to promote immune tolerance including T-cell anergy (Tsushima et al. 2007). 

Interaction of PD-1 with its respective ligand (PDL-1) found on leukocytes and non-

haematopoietic cells have been shown to inhibit TCR signalling (Sheppard et al. 2004).     

PD-1-PDL-1 ligation promotes the recruitment of the phosphatases SHP-1 and SHP-2 to the 

cytoplasmic tail of PD-1 that subsequently interfere with the phosphorylation of ZAP-70 

(Fife et al. 2009). PDL-1 expression on tumour cells has been shown to suppress PD-1 

expressing tumour-reactive T-cells in solid cancers and may suppress T-cells in 

haematological malignancies including CLL and AML (Zhang et al. 2008, Brusa et al. 2013, 

Berthon et al. 2010). In addition, tumour expression of PDL-1 has also been associated with 

inferior clinical outcome in several solid cancers including gastric and ovarian cancer (Hino 

et al. 2010). 

         PDL-1 engagement with PD-1 has not only been shown to interfere with TCR 

signalling but may also deliver signals to PDL-1-expressing cells (Keir et al. 2008). Soluble 

PD-1 has been shown to induce IL-10 production from CD4
+
 T-cells in rheumatoid arthritis 

(Dong et al. 2003). In addition PDL-1 on T-cells is able to bind CD80 on APCs mediating T-

cell inhibition (Park et al. 2010). Here both PD-1 and its ligand PDL-1 were analysed on the 

surface of T-cells and tumour cells from CLL patients and compared to a cohort of healthy 

age-matched controls (Figure 4.4).     
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4.1.3 PD-1 and PDL-1 expression in CLL patients  

PD-1 expression was significantly increased on CD19
+
CD5

+ 
B-cells (15.3 vs. 2.0%, 

P=0.005), CD4
+ 

T-cells (21.7% vs. 6.3%, P=0.0005) and CD8
+ 

T-cells (18.6 vs. 7.5%, 

P=0.04) from CLL patients compared to healthy aged-matched controls (Figure 4.5). 

Analysis of PDL-1 showed it was decreased on CD19
+
CD5

+
 B-cells (53.8% vs. 72.6%, 

P=0.02) but increased on CD4
+ 

T-cells (34.8 vs. 24.2%, P=0.002) and CD8
+ 

T-cells (31.7% 

vs. 24.5%, P=0.01) from CLL patients compared to healthy controls.  

     Analysis of T-cells showed that there was a significant correlation between the 

percentage of CD4
+
PD-1

+
 T-cells and CD8

+
PD-1

+
 T-cells in CLL patients (P<0.0001). A 

similar correlation was seen when comparing CD4
+
PD-L1

+
 and CD8

+
 PDL-1

+
 T-cells 

(P<0.0001). Furthermore significant correlations were observed between the percentages of 

PD-1 and PDL-1 expressing CD4
+
 T-cells (P=0.0004) and CD8

+
 T-cells (P=0.03) in our 

patient cohort. No correlation was seen between the percentages of CD4
+
 (P=0.41) or CD8

+
 

T-cells (P=0.39) expressing PD-1 and CLL cells expressing PDL-1 in CLL patients (Figure 

4.6).    

     These findings show that PD-1 is over expressed on T-cells from CLL patients 

suggesting T-cells may be subject to PD-1-PDL-1 mediated suppression in this disease. In 

addition PDL-1 was upregulated on T-cells from CLL patients demonstrating the potential for 

an alternative mechanism of T-cell inhibition through PDL-1 ligation on T-cells.  
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     D       HEALTHY DONOR               CLL PATIENT                                                                                     
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Figure 4.4. Gating strategy for measurement of PD-1, PDL-1 and BTLA within CD4
+
 

and CD8
+
 T-cell subsets. The numbers of positive cells were measured using 8-colour flow 

cytometry (FACS Canto ІІ). (A) Lymphocytes were gated based on forward and side scatter 

profiles. (B) Separation of T-cells within lymphocyte population based on CD3 positivity. (C) 

Gating of CD4
+
 and CD8

+
 T-cells within CD3

+
 population. (D) Gating of Naїve, Central 

memory (CM), Effector memory (EM) and EMRA T-cells based on CCR7 and CD45RO 

expression within the CD4
+
 T-cell population. (D) Expression of PD-1, PDL-1 and BTLA 

within each subset of T-cells (Naїve, CM, EM and EMRA) was measured as a percentage 

above an isotype control antibody. 
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Figure 4.5. PD-1 (n=52) and PDL-1 (n=37) expression on lymphocytes from CLL 

patients compared to healthy age-matched controls (n=12). The numbers of positive cells 

were quantified using 8-colour flow cytometry (FACS Canto ІІ). Lymphocytes were gated 

based on forward and side scatter profiles. PD-1 and PDL-1 expression was measured on 

CD19
+
CD5

+
 (CLL patients) and CD19

+ 
(Healthy donors) B-cells, CD4

+ 
T-cells and CD8

+ 
T-

cells. The mean within each group is shown. Statistical analysis (Mann-Whitney U test) was 

carried out using GraphPad Prism.  
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Figure 4.6. Analysis of PD-1 and PDL-1 expression on T-cells and tumour cells in CLL 

patients. Linear regression plots comparing the percentage of PD-1 (A) or PDL-1 (B) 

expressing CD8
+
 T-cells against the percentage of PD-1 or PDL-1 expressing CD4

+
 T-cells 

for each patient. (C) Linear regression plots comparing the percentage of PDL-1 vs. PD-1 

expressing CD4
+
 T-cells within the CLL patient cohort. (D) Linear regression plots of the 

percentage of PDL-1 vs. PD-1 expressing CD8
+
 T-cells within the CLL patient cohort. Linear 

regression plot comparing the percentage of PD-1
+
 CD4

+
 (E) or CD8

+
 (F) T-cells vs. PDL-1 

expressing CLL cells within the CLL patient cohort. (A-B (n=52), C-F (n=29)). 
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4.1.4. PD-1 and PDL-1 expression in T-cell memory subsets 

     In order to determine if the increase in PD-1 and PDL-1 expression seen on T-cells 

from CLL patients was due to an increase in expression in a particular subset of T-cells, 

CCR7 and CD45RO were used to subcategorise T-cells into Naїve, CM, EM and EMRA 

phenotypes in a cohort of 10 CLL patients and 10 healthy donors (Figure 4.6). Analysis of 

PD-1 showed it was predominately expressed in the CM and EM T-cell subsets in the CD4
+ 

and CD8
+
 T-cell compartments. In contrast PDL-1 was predominately expressed in the Naïve 

and CM T-cell subsets in both the CD4
+
 and CD8

+
 T-cell compartments. Comparison of CLL 

patients and healthy donors showed that
 
PD-1 positive cells were significantly increased in 

nearly all CD8
+
 T-cell and CD4

+
 T-cell subsets except the CD4

+
 EMRA population in CLL 

patients. Analysis of PDL-1 positive cells showed they were significantly increased on every 

CD4
+
 T-cell subsets, but only on the Naїve and CM subsets of the CD8

+
 T-cell population in 

CLL patients. PDL-1 positive cells within the CD8
+
 EM and EMRA populations of CLL 

patients were not statistically different to healthy controls (Figure 4.7).  

     These findings show that PD-1 is predominately expressed on previously activated T-

cells displaying an antigen experienced phenotype including CM and EM T-cells. PDL-1 

however is predominately expressed on naïve and CM T-cells. Comparison of CLL patients 

and healthy donors suggest that PD-1 and PDL-1 are upregulated on multiple T-cell subsets, 

suggesting the potential for immunosuppression through these molecules.  
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PD-1 

 

 

 

PDL-1 

 

 

Figure 4.7. The expression of PD-1 and PDL-1 on Naїve, Central memory, Effector 

memory, and Effector (EMRA) CD8
+
 and CD4

+
 T-cells in CLL patients (n=10) 

compared to healthy age-matched controls (n=10). The numbers of positive cells were 

quantified using 8-colour flow cytometry (FACS Canto ІІ). Lymphocytes were gated based 

on forward and side scatter profiles. CD8
+
 and CD4

+
 T-cell subsets were gated based on their 

expression of CCR7 and CD45RO, Naїve (CCR7
+
CD45RO

-
), Central memory (CM) 

(CCR7
+
CD45RO

+
), Effector memory (EM) (CCR7

-
CD45RO

+
) and Effector (EMRA) (CCR7

-

CD45RO
-
). PD-1 expression was then measured on CD4

+
 and CD8

+
 T-cells subsets. The 

ligand for PD-1, PDL-1 was also measured on CD4
+
 T-cell subsets and CD8

+
 T-cell subsets. 

The mean within each group is shown. Statistical analysis (Mann-Whitney U test) was carried 

out using GraphPad Prism. CLL=CLL Patients, HD=Healthy donors. 
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4.1.5 B and T lymphocyte attenuater (BTLA) expression on T-cells in CLL 

 

In order to determine if the upregulation of PD-1 seen in T-cell subsets was part of a 

more generalised upregulation of co-inhibitory molecules, the expression of BTLA on T-cells 

from CLL patients was also measured (Figure 4.4). BTLA was identified in 2003 as a co-

inhibitory molecule with similarities to CTLA-4 and PD-1 (Watanabe et al. 2003). Loss of 

PD-1 or BTLA function results in a predisposition to experimentally-induced autoimmune 

encephalomyelitis in mouse models, suggesting that both molecules play a crucial role in 

maintaining T-cell tolerance (Watanabe et al. 2003, Salama et al. 2003). Analysis of  both 

CD4
+
 and CD8

+
 T-cell from CLL patients showed no difference in BTLA expression when 

compared to healthy age-matched donors (Figure 4.8). Separation of T-cells into subsets, 

based on CCR7 and CD45RO expression, revealed no differences in the percentage of BTLA 

expression in naїve, CM or EMRA CD4
+
 or CD8

+
 T-cells between both groups. There was 

however a significant increase in BTLA expression in the EM CD4
+
 T-cells compartment 

(P=0.02) and a trend towards an increase in the CD8
+
 T-cell compartment (P=0.07). 

The data presented here suggests unlike PD-1, BTLA is highly expressed on T-cells 

from CLL patients and healthy age-matched controls. In addition no significant differences in 

BTLA expressing T-cells were observed in CLL patients compared to heathy age matched 

controls suggesting it may not have a role in suppression of T-cells in the disease.  
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Figure 4.8. The expression of BTLA on Naїve, Central memory, Effector memory, and 

Effector (EMRA) CD8
+
 and CD4

+
 T-cells in CLL patients (n=10) compared to healthy 

age-matched controls (n=10). The number of positive cells was measured using 8-colour 

flow cytometry (FACS Canto ІІ). Lymphocytes were gated based on forward and side scatter 

profiles. CD8
+
 and CD4

+
 T-cell subsets were gated based on their expression of CCR7 and 

CD45RO, Naїve (CCR7
+
CD45RO

-
), Central memory (CM) (CCR7

+
CD45RO

+
), Effector 

memory (EM) (CCR7
-
CD45RO

+
) and Effector (EMRA) (CCR7

-
CD45RO

-
). BTLA 

expression was then measured on CD4
+
 and CD8

+
 T-cells subsets. The mean within each 

group is shown. Statistical analysis (Mann-Whitney test) was carried out using GraphPad 

Prism. CLL=CLL Patients, HD=Healthy donors.  

 

4.1.6 PD-1 expression has no effect on TTFT and PFS in CLL patients  

In order to determine if the presence of PD-1 in CLL patients had an effect on 

prognosis, PD-1 expression was measured on T-cell and PDL-1 on CLL cells was analysed 

and compared to time to first treatment and progression free survival. No correlation was 

found between the percentage of CD4
+
 and CD8

+
 T-cells expression PD-1 and either TTFT 

or PFS. Similiarly no correlation was found between the percentage of PDL-1
+
 CLL cells and 

TTFT and PFS (Figure 4.9).  

Overall these results suggest that PD-1-PDL-1 signalling may not have any effect on 

the prognosis of CLL patients. 
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Figure 4.9. Analysis of the percentage of PD-1
+
 T-cells and PDL-1

+
 CLL cells vs time to 

first treatment (TTFT) and progression free survival (PFS) in CLL patients. Linear 

regression plots comparing the percentage of PD-1
+
 T-cells (CD4

+
 (A) and CD8

+
 (B)) and 

PDL-1
+
 CLL cells (C) against TTFT and PFS of CLL patients 
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4.2 PD-1 is upregulated following activation and appears to be a late activation marker 

 Several studies have shown that PD-1 can be induced on T-cells upon activation 

(Hokey et al. 2008, Barber et al. 2006). In order to see whether PD-1 was also upregulated 

upon T-cell activation in CLL, PBMC cultures were stimulated with CD3/CD28 beads and 

measured for PD-1 expression and other activation markers. The expression of HLA-DR, 

CD69 and PD-1 on CD4
+
 and CD8

+
 T-cells were found to be significantly increased in 

PBMC cultures at both Day 1 and Day 3 following CD3/CD28 bead stimulation (Figure 

4.10A). Furthermore, significantly higher percentages of both CD4
+
 and CD8

+
 T-cells were 

found to express CD69 after CD3/CD28 stimulation at day 1 compared to HLA-DR or PD-1 

confirming CD69 as an early activation marker. In contrast, by day 3 the percentages of both 

CD4
+
 and CD8

+
 T-cells expressing HLA-DR were significantly higher than those expressing 

CD69 (CD4: P= 0.02 and CD8: P= 0.04). PD-1 expression was also found to be expressed on 

significantly fewer CD8
+
 T-cells compared to HLA-DR at day 3 (P= 0.01) (Figure 4.10B). 

These findings show that PD-1 expression can be induced upon T-cell activation in 

CLL and is upregulated late in comparison to activation markers including HLA-DR and 

CD69.  
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A 

 

B 

 

 

Figure 4.10. The expression of HLA-DR, CD69 and PD-1 on T-cells following activation 

with CD3/CD28 beads (n=5). The number of positive cells was measured using 8-colour 

flow cytometry (FACS Canto ІІ). Lymphocytes were gated based on forward and side scatter 

profiles. CD4
+
 and CD8

+
 T-cells were measured within the CD3

+
 gate. (A) HLA-DR, CD69 

and PD-1 expression was measured upon both CD4
+
 and CD8

+
 T-cell populations. The mean 

and standard deviation within each group is shown. (B) Comparative analysis of PD-1, HLA-

DR and CD69 expression on CD4
+
 and CD8

+
 T-cells following CD3/CD28 stimulation. 

Activation marker expression was measured at both day 1 and day 3 timepoints. Statistical 

analysis was performed using a paired t-test. *= (P<0.05), **= (P<0.01) and ***= (P<0.001). 
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4.3 CLL cell activation and upregulation of PDL-1 in response to T-cell activation.  

In order to determine if T-cell activation in PBMC cultures had any effect on bystander 

tumour cells, CLL cells were analysed for the expression of activation markers and 

immunosupressive molecules PDL-1 and CD200 in PBMC cultures treated with CD3/CD28 

beads (Figure 4.11). CLL cells showed a significant increase in CD69
+
 expression in PBMC 

cultures treated with CD3/CD28 beads at day 1 and day 3. This was accompanied by a 

significant upregulation of PDL-1 on CLL cells at day 1 and day 3 after CD3/CD28 bead 

treatment. In contrast, no increase in the percentage of CD200 expressing CLL cells was seen 

under the same conditions  

Collectively the data presented here shows that CLL cells are capable of responding to 

T-activation, upregulating both activation markers and PDL-1.  
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Figure 4.11. The expression of CD69, HLA-DR, PDL-1 and CD200 on CLL cells from 

PBMC cultures treated with CD3/CD28 beads.  The number of positive cells was 

measured using 8-colour flow cytometry (FACS Canto ІІ). Lymphocytes were gated based on 

forward and side scatter profiles. Expression of PDL-1, CD200, HLA-DR and CD69 were 

measured on CLL cells defined by expression of CD19 and CD5. The mean and standard 

divation within each group is shown. Statistical analysis was performed using a paired t-test. 

*= (P<0.05), **= (P<0.01) and ***= (P<0.001). Significance was calculated based on values 

from CD3/CD28 treated cultures compared to untreated cultures at each time point 
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4.4 PDL-1 upregulation on CLL cells in response to T-cell activation can be induced by   

      soluble mediators including the cytokines IL-4.  

To determine whether soluble factors were responsible for the upregulation of PDL-1 

on CLL cells, supernatants from cultures previously treated with CD3/CD28 beads were 

added to CLL B cells purified by negative selection (Figure 4.12). Incubation of CLL cells 

with supernatants from CLL PBMC cultures treated with CD3/CD28 beads induced a 

significant upregulation in CLL cell CD69, HLA-DR and PDL-1 expression compared to 

controls.  

  Given that conditioned media was able to induce the expression of PDL-1 on CLL 

cells, further experiments were carried out to establish which cytokines might be responsible 

for the activation and upregulation of PDL-1 on CLL cells (Figure 4.13). Both IL-4 

(P=0.005) and TNF-α (P=0.03) were found to significantly increase the level of the activation 

marker CD69 on the surface of CLL cells. There was also a significant increase in the 

percentage of PDL-1
+
 CLL cells after incubation with IL-4 (5ng/ml) (P=0.05) and a trend 

towards an increase with TNF-α (10ng/ml) (P=0.09) and IFN-γ (10ng/ml) (P=0.09). In 

addition, 4 out of 5 patients showed increased percentages of PDL-1-expressing CLL cells in 

the presence of IL-10 (5ng/ml) but this did not reach significance (P = 0.11). Interestingly, 

there was a significant decrease in PDL-1 expression on CLL cells after the addition of IL-12 

(5ng/ml) (P=0.04). In contrast, no changes in the percentage of PDL-1-expressing CLL cells 

were observed after the addition of  IL-2 (10 IU/ml) or IL-8 (10ng/ml). 

     These findings show that CLL cells can respond to T-cell derived cytokines including 

IL-4 upregulating activation markers and PDL-1 expression.  
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Figure 4.12. Expression of activation markers CD69 and HLA-DR and PDL-1 on CLL 

cells cultured with conditioned media from PBMC cultures treated with CD3/CD28 

beads. Purified B-cells were incubated with conditioned media from PBMC cultures of 5 

patients treated with or without CD3/CD28 beads. Lymphocytes were gated based on forward 

and side scatter profiles. CLL cells were differentiated based on there expression of CD19 

and CD5. The mean and standard deviation within each group is shown. The data shown 

represents one of three independently performed experiments. Statistical analysis was 

performed using a paired t-test. *= (P<0.05), **= (P<0.01) and ***= (P<0.001).    
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Figure 4.13. CLL cell activation and PDL-1 expression in response to cytokine 

stimulation. Purified B-cells were incubated for 24h in the presence of absence of various 

cytokines (IL-4 (5ng/ml), TNF-α (10ng/ml), IFN-γ (10ng/ml), IL-10 (5ng/ml), IL-12 

(5ng/ml), IL-2 (10 IU/ml) and IL-8 (10ng/ml). The percentage of CD69
+
 and PDL-1

+
 CLL 

cells was measured by flow cytometry. CLL cells were gated based on their co-expression of 

CD19 and CD5 expression. PDL-1 and CD69 expression was then measured within the 

CD19
+
CD5

+
 gate by calculating the percentage of positive cells above isotype controls. 

Statistical analysis was performed using a paired t-test. *= (P<0.05), **= (P<0.01) and    

***= (P<0.001).   
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4.5 Increased PDL-1 expression on CLL cells after CD40L stimulation  

The lymph node microenvironment is thought to play a key role in promoting the 

survival and proliferation of CLL cells through tumour cell interactions with accessory cells 

including T-cells and CD14
+
 nurse-like cells (Burger and Gandhi 2009). A recent study 

showed that PD-1
+ 

T-cells locate close to proliferating CLL cells within the lymph node 

suggesting PD-1:PDL-1 signalling may have an important role in promoting CLL cell 

survival and potentially T-cell dysfunction (Yallop et al. 2010). In order to investigate the 

expression and regulation of immunosuppressive molecules in these areas, CLL PBMCs were 

co-cultured in vitro with a CD40L transfected fibroblast cell line. CD40L trasfected fibroblast 

cells provide CLL cells with pro-survival and activation signals thought to be similiar to 

signals received by CLL cells in the lymph node microenvironment. Co-culture of CLL 

PBMCs on CD40L transfected fibroblasts induced an upregulation of activation markers 

CD69 and HLA-DR and immunosuppressive molcules PDL-1 and CD200 on CLL cells when 

compared to liquid culture and non transfected fibroblast controls (Figure 4.14).  

These results suggest that CD40L stimulation can directly upregulate PDL-1 and 

CD200 in vitro. In turn this suggests that CD40L interactions in the lymph node 

microenvironment could contribute to high expression of immunosuppressive molecules on 

CLL cells.       
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Figure 4.14. Expression of CD69, HLA-DR, CD200 and PDL-1 on CLL cells after co-

culture with NTLs or CD40(TL)s. PBMCs from CLL patients were incubated in liquid 

culture (LC) or co-cultured on non-transfected fibroblast cells (NTL) or fibroblast cells 

transfected with CD40L (CD40L(TL)). The expression of CD69, HLA-DR, PDL-1 and 

CD200 on CLL cells was measured after 24h by flow cytometry. CLL cells were gated based 

on their expression of CD19 and CD5 expression. Statistical analysis was performed using a  

paired t-test. *= (P<0.05), **= (P<0.01) and ***= (P<0.001).   

 

 

4.6 Activation of CLL cells does not induce PD-1 or PDL-1 expression on bystander        
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Given that T-cell activation could induce PDL-1 expression on bystander CLL cells, 

this study looked at whether CLL cell activation could promote PD-1 expression on T-cells. 
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immunosuppressive molecules PD-1 and PDL-1 (Figure 4.15). Analysis of T-cells in these 

PBMC cultures showed that there was no increase in CD69
+
 or HLA-DR

+
 CD4

+
 T-cells in 

response to CLL stimulation with CD40L. In contrast, there was a significant increase in the 

percentage CD8
+
 T-cells expressing CD69 and HLA-DR markers (CD69: P = 0.02 and HLA-

DR: P = 0.02 respectively).    

Analysis of both CD4
+ 

and CD8
+
 T-cells showed no increase in PD-1 expression 

following CD40L stimulation of CLL cells in PBMC cultures compared to contols. As PDL-1 

may also play a role in suppressing T-cells in CLL, PDL-1 expression on T-cells was also 

measured following CD40L stimulation of CLL cells. The percentage PDL-1
+ 

 T-cells 

remained relatively unchanged between PBMC incubated in liquid culture and those co-

cultured on CD40L(TL). 

These data demonstrate that CLL cell activation by itself is unable to promote PD-1 or 

PDL-1 expression on T-cells. It does however provide evidence that CD40L stimulated CLL 

cells have an activating effect on CD8
+
 but not CD4

+
 T-cells..  
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Figure 4.15. Expression of activation markers CD69 and HLA-DR and 

immunosuppressive molecules PD-1 and PDL-1 on T-cells from CLL PBMC co-

cultured with a CD40L transfected cell line. PBMCs from CLL patients were incubated in 

liquid culture (LC) or co-cultured on non transfected fibroblast cells (NTL) or fibroblast cells 

transfected with or CD40L (TL(CD40L)). The expression of CD69, HLA-DR, PDL-1 and 

PD-1 on T-cells was measured after 24h by flow cytometry. T-cells were gated based on their 

expression of CD3 and either CD4 or CD8 surface markers. PD-1, HLA-DR, PDL-1 and 

CD69 expression was then measured on CD4
+
 and CD8

+
 T-cells by calculating the 

percentage of positive cells above isotype controls. Statistical analysis was performed using a  

paired t-test. *= (P<0.05), **= (P<0.01) and ***= (P<0.001).   

 



  CHAPTER 4: RESULTS  

137 

 

4.7 PD-1 and CD200 blockade does not enhance the activation of T-cells from PBMC         

      cultures treated with CD3/CD28 beads  

Based on the immunosuppressive effects of CD200 and PD-1/PDL-1 in other 

experimental systems (Tsushima et al. 2007, Zhang et al. 2009a, Pallasch et al. 2009, Kretz-

Rommel et al. 2008) blocking antibodies against CD200 and PDL-1 were assessed for their 

ability to enhance T-cell responses in CLL PBMC cultures treated with CD3/CD28 beads 

(Figure 4.16). Neither PD-1 or CD200 blockade had any effect on the expression of the 

activation marker CD69 on CD4
+
 and CD8

+
 T-cells following CD3/CD28 stimulation (Figure 

4.16 A-B). Analysis of CD4
+
 and CD8

+
 T-cell intracellular IFN-  expression after CD3/CD28 

stimulation showed no increase after PDL-1 blockade. In contrast, CD200 blockade led to a 

significant reduction in intracellular IFN-γ production in CD8
+
 T-cells (P=0.05) and a trend 

towards a reduction in CD4
+
 T-cells (P=0.07) when compared to isotype control cultures 

(Figure 4.16 C-D). Surface CD107 expression was investigated as a marker of CD8
+
 T-cell 

cytotoxic granule release. There was no significant change in CD8
+
 T-cell CD107 expression 

following CD3/CD28 stimulation in the presence of PD-1 or CD200 blocking antibodies 

when compared to isotype controls (Figure 4.16 E).  

    These findings suggest that PD-1-PDL-1signalling blockade in CLL PBMC cultures 

does not effect T-cell activation or IFN- γ expression. CD200 blockade however significantly 

inhibited IFN- γ expression in CD8
+
 T-cells. 
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Figure 4.16. T-cell responses to CD3/CD28 stimulation in the presence of PDL-1 and 

CD200 blocking antibodies. T-cells from CLL PBMC cultures were stimulated with 

CD3/CD28 beads and incubated in the presence or absence of a PD-1 or CD200 blocking 

antibody for 48h. The expression of the activation marker CD69 (A-B) and intracellular 

expression of IFN-γ (C-D) were measured on CD4
+
 and CD8

+
 T-cells. In addition, surface 

expression of CD107 was measured on CD8
+
 T-cells (E). Statistical analysis was performed 

using a paired t-test. *= (P<0.05), **= (P<0.01) and ***= (P<0.001). 
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Figure 4.17. Proliferation of T-cells in response to CD3/CD28 stimulation in CLL 

PBMC cultures treated with a CD200 or PDL-1 blocking antibody. CFSE labelled CLL 

PBMC were stimulated with CD3/CD28 beads and incubated for 3 or 7 days in the presence 

or absence of CD200 or PDL-1 blocking antibodies. The percentage of proliferating T-cells 

was measured based on the percentage of CFSE dim T-cells in blocking antibody treated 

cultures. 

 

 

4.8 PD-1 blockade and CD200 blockade have differential effects on T-cell proliferation  

To further investigate the effects of PDL-1 and CD200 on T-cells in CLL, T-cell 

proliferation was assessed as a more stringent measure of T-cell activation. CLL PBMC were 

loaded with CFSE, stimulated with CD3/CD28 beads and incubated in the presence of PDL-1 

and CD200 blocking antibodies (Figure 4.17). At day 3 both CD4
+
 or CD8

+
 T-cells show 

reduced proliferative responses to CD3/CD28 beads in the presence of a PDL-1 or CD200 

blocking antibody when compared to an isotype control.  By day 7 no difference in the 

percentage of proliferating CD4
+
 or CD8

+
 T-cells were observed in cultures receiving the 
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PDL-1 blocking antibody compared to the isotype control. In contrast reduced levels of 

proliferating CD4
+
 and CD8

+
 T-cells were seen after 7 days of incubation with a CD200 

blocking antibody in comparison to an isotype control antibody.  

   These data indicates that PD-1-PDL-1 interactions are not involved in regulating T-cell 

proliferative responses or other T-cell functions in this CLL PBMC system. However, 

blockade of CD200-CD200R interactions appears to affect at least two T-cell functions 

(proliferation and IFN-γ secretion) in CD8
+
 T-cells.  

 

4.9 Discussion  

CLL cells possess multiple mechanisms of escaping T-cell mediated immunity 

including the secretion of immunosuppressive cytokines, recruitment of regulatory T-cells 

and reduced capacity to act as APCs (Riches et al. 2010). In the last decade another 

immunosuppressive mechanism has come to light, the discovery of co-inhibitory molecules. 

Expressed on both tumour cells and immune effector cells, these molecules have the ability to 

suppress anti-tumour immunity and may hamper current immunotherapeutic strategies for the 

treatment of haematological malignancies including transplantation, adoptive T-cell therapy 

and vaccination (Norde et al. 2012). In this study the expression, regulation and function of 

the immunoinhibitory molecules PD-1 and CD200 were investigated in CLL patients.  

       CD200 has been shown to be over expressed in a number of cancers where 

CD200:CD200R signalling is thought to have a role in regulating anti-tumour immunity 

including down regulation of Th1 type immune responses (Moreaux et al. 2006, Coles et al. 

2011). In accordance with other studies CD200 was shown to be over expressed on 

CD19
+
CD5

+ 
B-cells from CLL patients compared to healthy age-matched controls 
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(McWhirter et al. 2006). Furthermore this study showed that CD200 is over expressed on 

other cell types in CLL including T-cells and NK cells. The significance of CD200 on these 

cell types remains to be determined but their presence shows the potential for CD200-

CD200R signalling in CLL, involving multiple immune effector cells. CD200 signalling is 

mediated through the binding to its receptor CD200R found on monocytes/macrophages and 

T-lymphocytes (Rygiel and Meyaard 2012). The expression of CD200R was measured on T-

cells from CLL patients and found to be slightly but not significantly increased in comparison 

to healthy donors. This suggests that CD200 over expression on tumour cells may be the 

main factor driving CD200-CD200R signalling to T-cells in CLL. The CD200-CD200R 

inhibitory pathway may also act through accessory cells such as DC and monocytes shifting 

Th1 to Th2 cytokine profiles and indirectly effecting T-cell effector function (Gorczynski et 

al. 1999). It would be interesting to analyse the expression of CD200R on these cell types in 

CLL patients to determine if CD200-CD200R signalling may be contributing to their 

immunosuppressed state.  

        PD-1 is an immunoinhibitory molecule which, following ligation to its ligand PDL-1, 

negatively regulates T-cell activation (Sheppard et al. 2004). The role of PD-1 in CLL is 

unknown but phenotypic analysis carried out in this study showed that there was a significant 

increase in PD-1 expression on CD19
+
CD5

+ 
B-cells from CLL patients, which confirmed 

results obtained from previous studies (Xerri et al. 2008, Grzywnowicz et al. 2012). This 

study extended these observations by showing that PD-1 is increased on both CD4
+
 and CD8

+
 

T-cells from CLL patients. In depth analysis of T-cell subsets revealed PD-1 expression was 

predominately increased in EM and CM CD4
+ 

and CD8
+
 T-cell compartments. These results 

reveal the existence a large subset of antigen experienced T-cells in CLL patient that may be 

subject to tolerisation involving PD-1-PDL-1 signalling. PD-1 expression has already been 
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associated with exhaustion/tolerisation of T-cells during chronic viral infections (Day et al. 

2006). Increased expression of PD-1 has been observed on virus-specific CD8
+
 T-cells in 

HIV patients and on CD8
+
 TEM/TEMRA during chronic HCV infection where it has been 

shown to correlate with viral load (Trautmann et al. 2006, Shen et al. 2010).  

      As PD-1 signalling is dependent on interactions with its ligand PDL-1, its expression 

was measured on B and T-cells from CLL patients. Interestingly this study showed a 

significant decrease in PDL-1 on CD19
+
CD5

+
 B-cells from CLL patients compared to 

healthy controls. This result was quite unexpected given that PDL-1 has been shown to be   

upregulated in solid tumours including breast cancer when compared to normal tissue (Keir et 

al. 2008). A previous report in 44 CLL patients however documented similar results to this 

study, showing PDL-1 expression on CLL cells was slightly decreased when compared with 

healthy donors albeit not significantly (Grzywnowicz et al. 2012). Despite this, PDL-1 

expression was detected on over 50% of CLL cells from patients in this study and given the 

abundance of CLL cells compared to T-cells in CLL patients, the potential for PDL-1-PD-1 

signalling would appear to be higher in CLL patients than healthy donors.  

          Several studies have reported the potential for bi-directional signalling upon PD-1 and 

PDL-1 interactions. PD-1 engagement with PDL-1 on DCs inhibited DC activation and 

increased IL-10 production (Kuipers et al. 2006). Similarly increased production of IL-10 has 

been reported from CD4
+
 T-cells expressing PDL-1 in the presence of soluble PD-1 (Dong et 

al. 2003). IL-10 is a cytokine that has previously been shown to inhibit T-cell activation and 

proliferation promoting T-cell tolerance (Akdis and Blaser 2001). The observation that PDL-

1 is significantly increased on T-cells derived from CLL patients suggests that this negative 

regulatory pathway may also play a role in T-cell inhibition in CLL. 
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         The PD-1 and CD200 pathways have emerged as potentially important pathway utilised 

by tumour cells to avoid detection by the immune system. Understanding the mechanisms 

that regulate the expression of these immunoinhibitory molecules may reveal effective 

strategies to block such pathways in CLL. PD-1 was shown to be upregulated on CLL patient 

T-cells after activation and appears to be a late activation marker when compared to HLA-DR 

and CD69. These results support the initial finding that PD-1 is predominantly expressed on 

T-cells displaying an antigen-experienced memory phenotype. A previous report suggested 

that T-cell PD-1 expression in response to acute activation is a transient effect and that these 

T-cells may differ from truly tolerised T-cells that continuously express PD-1 (Grosso et al. 

2009). Further characterisation of PD-1
+
 T-cells from CLL patients, including a systematic 

analysis of exhaustion markers and telomere lengths, may help to differentiate between  

recently activated T-cells and truly exhausted T-cells in CLL patients.  

      In CLL PD-1
+
 T-cells are found at higher frequencies in the lymph nodes than 

peripheral blood where they localise close to proliferating CLL cells (Yallop et al. 2010). 

Such interactions may be crucial for mediating the suppression of T-cells at these sites but 

may also play an important role in supporting the survival and proliferation of CLL cells. 

This study investigated the expression of immunosuppressive molecules on CLL cells in a 

co-culture system in order to mimic the pro-survival conditions of a CLL lymph node. CLL 

cells incubated in these pro-survival co-culture conditions upregulated both PDL-1 and 

CD200 expression. These results indicate that PD-1-PDL-1 and CD200-CD200R signalling 

pathways may be highly prevalent in pro-survival microenvironmental niches.   

       Given that lymph node germinal centres represents an important area for T-cell 

recognition and activation in response to antigen, this study further investigated whether T-

cell activation altered the phenotype of bystander CLL cells. CD3/CD28 stimulation of T-
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cells led to an activation of bystander tumour cells and an upregulation of PDL-1 expression 

but not CD200 on the CLL cell surface. Further investigation revealed that CLL activation 

was driven by the T-cell derived cytokines TNF-α and IL-4, whilst PDL-1 expression was 

driven by IL-4 and possibly IFN-γ, TNF-α and IL-10. An interesting additional experiment 

for this study would be to use blocking antibodies for different cytokines or their receptors to 

confirm the ability of these cytokines to activate and upregulate PDL-1 on CLL cells in vitro.  

        Overall these results indicate that CLL cells are capable of reacting to T-cell activation 

by upregulating immunoinhibitory molecules such as PDL-1; possibly to suppress tumour 

specific T-cell recognition, activation and lysis of CLL cells. Indeed, a recent study showed 

that CD200 and PDL-1 may play a key role in synapse dysfunction between leukaemic cells 

and T-cells, impairing CTL effector function (Ramsay et al. 2012). In addition, PD-1-PDL-1 

signalling may play an important role in germinal centre B-cell survival, whereby B-cell 

PDL-1 engagement with PD-1 on follicular helper T-cells promotes IL-4 and IL-21 

production aiding B-cell survival (Good-Jacobson et al. 2010). Increased numbers of IL-4 

producing T-cells have been previously documented in CLL with IL-4 shown to enhance 

CLL cell survival in vitro (Scrivener et al. 2003, Mainou-Fowler and Prentice 1996). 

Collectively, these studies indicate that the PD-1-PDL-1 signalling pathway may have a 

multi-functional role in the pathogenesis of CLL not only aiding T-cell suppression but also 

potentially supporting the survival of the CLL clone.  

       Therapeutic strategies including the use of blocking antibodies and si-RNA knockdown 

of immunoinhibitory molecules are currently under investigation to enhance both anti-viral 

and anti-tumour immunity (Norde et al. 2012). Previous work in chronic viral infections, 

including HIV, have demonstrated the potential for PD-1-PDL-1 signalling blockade to 

enhance the proliferative and cytokine responses of HIV-specific PD-1
+
CD8

+
 T-cells in vitro 
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(Trautmann et al. 2006, Barber et al. 2006). PD-1 blocking antibodies has also shown 

efficacy in murine leukaemia models and in phase 1 clinical trials in solid cancers and 

haematological malignancies (Zhang et al. 2009a, Brahmer et al. 2010, Berger et al. 2008).  

Although CLL patients have increased percentages of PD-1
+
 T-cells this study showed that 

PDL-1 blockade did not enhance T-cell effector function or proliferative responses in CLL 

PBMC cultures stimulated with CD3/CD28 beads. This result is not completely unexpected 

given that a previous study by Salih et al showed no enhancement of allogeneic T-cell 

responses to leukaemia cells after PDL-1 blockade (Salih et al. 2006). In addition a phase 1 

clinical trial of a PD-1 blocking antibody in patients with advanced haematological 

malignancies, including several CLL patients, showed no increase in activated (CD69
+
) 

lymphocytes or serum pro-inflammatory cytokines including IFN-γ and TNF-α following 

PD-1 blockade. This was despite describing clinical benefit in 33% of patients (Berger et al. 

2008). The failure to enhance T-cell responses following PDL-1 blockade in the current in 

vitro system may be due to several factors. Firstly, it is possible that immunosuppression 

mediated through PD-1 signalling may involve multiple immune and non-immune cells 

which may not be represented in the in vitro model. Secondly, success of PDL-1 blockade 

may require prior conditioning regimens to reduce the CLL tumour burden and remove 

suppressive cell populations including Tregs and myeloid-derived suppressor cells. In the 

clinical trial documented above, all CLL patients received lymphodepleting therapy, 

including irradiation and chemotherapy, prior to administering of the PD-1 blocking antibody 

(Berger et al. 2008). Lastly blockade of the PD-1-PDL-1 signalling pathway may not be 

sufficient by itself to break the suppression of T-cell responses in CLL patients. Exhausted T-

cells have been shown to upregulate several different immunoinhibitory molecules, thus the 

efficacy of PD-1 may be improved through combination therapy with other blocking 

antibodies targeting immunosuppressive molecules such as CTLA-4, LAG-3 and TIM-3. 
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Alternatively PDL-1 blocking antibodies may be better utilised to improve the efficacy of 

other treatment modalities aimed at promoting anti-tumour T-cell responses in cancer patients 

including vaccines, bi-specific antibody therapy and adoptive T-cell therapy. 

       When the effect of a CD200 blocking antibody on T-cell responses was assessed in 

CLL PBMC cultures stimulated with CD3/CD28 beads, CD200 blockade inhibited T-cell 

effector function and proliferation. These data may indicate that CD200 is acting as a co-

stimulatory molecule in CLL rather than a co-inhibitory molecule. These results are 

somewhat contradictory to those previously published by Pallash et al which showed an 

enhancement of T-cell proliferation in response to CD40L stimulated CLL cells and an anti-

CD200 blocking antibody (Pallasch et al. 2009). The disparity between these results may be 

due to difference in the ability of each blocking antibody to antagonize CD200-CD200R 

signalling. In addition CD200 is known to be upregulated on activated T-cells, which may 

make them susceptible to ADCC mechanisms in the presence of certain CD200 blocking 

antibodies. A report by Kretz-Rommel et al demonstrated the potential for CD200 blocking 

antibodies to induce ADCC of activated human T-cells in vitro. Interestingly when they 

engineered the C region of the antibody from IgG1 to a hybrid IgG2/G4 to minimise ADCC 

and CDC effector functions, no lysis of activated T-cells was observed (Kretz-Rommel et al. 

2008). Analysis of cell counts from this study’s blocking experiments revealed reduced cell 

numbers in cultures receiving the CD200 blocking antibody compared to those receiving the 

isotype control. Thus it is possible that ADCC of activated T-cells expressing CD200 may be 

occurring in cultures receiving the CD200 blocking antibody in this study. These 

observations suggest that caution should be used when selecting or engineering blocking 

antibodies targeting immunosuppressive molecules, in order to minimise ADCC of T-cells 
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critical for anti-tumour immunity as well as normal cells expressing CD200 including neural 

cells and glomerular cells (Wright et al. 2001).  

 Unfortunately due to time and funding constraints it was impossible to perform a dose 

response with the blocking antibodies or time course experiments. The results of such 

experiments could provide important information as to whether such antibodies could 

enhance T-cell responses in CLL. It may also be interesting to alter the experimental set-up to 

assess the effects of immunosuppressive molecule blockade. It is possible that the PD-L1 

blocking antibody used was not capable of effectively blocking PD-1-PDL-1 signalling in 

this system and therefore other PDL-1 blocking antibodies should be tested. In addition the 

CD3/CD28 stimulus given in this study may be optimal and independent on interactions with 

CLL cells, therefore preventing enhancement of T-cell responses upon blockade of PD-1. 

However, the results obtained in this chapter suggest that T-cell proliferative and IFN-γ 

responses to CD3/CD28 beads can be at least be affected by CD200 blockade. It may be 

better to assess the effects of PD-1 blockade on T-cells sub-optimally activated with an 

agonist anti-CD3 antibody and titrated doses of an anti-CD28 antibody. In addition PD-1 T-

cells from CLL patients could be flow sorted and used in experiments rather than trying to 

activate and block PD-1 using a mixed population of T-cells in CLL PBMC cultures; which 

may mask any enhancement of PD-1
+
 T-cell responses. Ultimately, the effects of PD-1 

blockade on T-cell responses in CLL may be more appropriately tested in vivo, either in an 

animal model or in clinical trials.  

     In summary, this chapter documents the over expression of the immunosuppressive 

molecules PD-1 and CD200 in CLL patients. Furthermore, it demonstrates the potential for 

immunosuppressive molecules and their ligands to be upregulated following activation of 

both T-cells and CLL cells. Blockade of PD-1-PDL-1 signalling however failed to enhance 
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T-cell responses in vitro whilst CD200-CD200R blockade actually suppressed the response 

of T-cells to CD3/CD28 stimulation. Finally this work highlights the need for caution when 

selecting blocking antibodies targeting immunosuppressive molecules for therapeutic use in 

CLL.  
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CHAPTER 5 

Breaking T-cell tolerance in CLL patients using a bi-specific antibody 

targeting CD3 and CD19  

 

CLL cells are known to possess multiple immunosuppressive mechanisms aimed at 

preventing T-cell activation including defects in immune synapse formation, cytokine 

production and abnormal co-stimulatory and co-inhibitory molecule expression (Riches et al. 

2010). These factors have made it a challenging disease for the successful application of T-

cell immunotherapy. Despite this, several therapeutic strategies aimed at promoting tumour-

specific T-cell responses in vivo have been developed including, vaccine therapies with 

dendritic cells pulsed with CLL cell lysates and adoptive T-cell therapy including CD3/CD28 

activated T-cells and T-cells genetically-modified to express chimeric antigen receptors for 

CD19 (Hus et al. 2005, Porter et al. 2011, Foster, Brenner and Dotti 2008). The widespread 

application of such therapies has however been limited due to several factors including 

technical challenges of ex vivo expansion/genetic modification of cells and the cost of 

preparing such ‘personalised’ therapies. Unlike pharmacologically available drugs, which can 

be processed at one site and supplied to many patients, such ‘personalised’ therapy may 

require local production at specialised cell processing facilities and can only be applied to 

individual patients (Kohn et al. 2011).    

        Over the last 20 years monoclonal antibodies such as rituximab, cetuximab and 

trastuzumab have merged as effective therapeutics for the treatment of various cancers 

(Dougan and Dranoff 2009). The relative success of these antibodies has led to a drive 
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towards designing novel antibody therapies including the development of bi-specific 

antibodies. Blinatumomab is a bi-specific single chain antibody construct classified as a bi-

specific T-cell engager (BiTE). It is formed by the fusion of an anti-CD3 single chain 

variable fragment (scFV) to an anti-CD19 scFV via a short peptide linker. These bi-specific 

antibodies can retarget T-cells expressing CD3 towards tumour cells expressing CD19, 

resulting in activation of cytolytic response mechanisms in T-cells (Chames and Baty 2009). 

Blinatumomab has already shown clinical activity in a phase ІІ trial in relapsed acute 

lymphoblastic leukaemia with 80% of patients achieving a complete molecular response 

(Topp et al. 2011) and in a phase І study in non-Hodgkin lymphoma (NHL) with high 

response rates seen in both patients with indolent and aggressive disease (Bargou et al. 2008). 

In addition ongoing phase ІІ clinical trials are assessing the efficacy and safety of 

blinatumomab in relapsed/refractory diffuse large B-cell lymphoma (DLBCL) due for 

completion 2014.  

       The objectives of this chapter are to assess the potential use of blinatumomab as an 

immunotherapeutic agent in CLL. Several flow cytometry based assays will be used to 

determine whether blinatumomab can overcome the tolerance of CLL patients’ T-cells in 

vitro. This will include measuring T-cell activation, proliferation and cytotoxic response to 

blinatumomab treatment in both treatment naїve patients and patients that have relapsed or 

are refractory to current chemoimmunotherapeutic regimens.  

 

5.1 Blinatumomab activates T-cells from CLL patients 

In order to assess whether blinatumomab could activate T-cells from CLL patients, 

CLL PBMCs were incubated in culture with or without the bi-specific antibody. Two 

concentration of blinatumomab (10 and 100ng/ml) were chosen for testing based on  
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pharmacological doses used in clinical trials in NHL and ALL. T-cells from these cultures 

were then analysed for their expression of activation markers at day 3 and day 7. T-cells from 

blinatumomab treated cultures showed an increase in the expression of the activation markers 

CD38 and HLA-DR (CD4
+
: Figure 5.1A-B, CD8

+
: 5.1D-E) by day 3, which further increased 

by day 7. Analysis of surface CD69 expression on T-cells showed it was also increased, 

peaking at day 3 on CD4
+
 (Figure 5.1C) and CD8

+
 T-cells (Figure5.1F).  

 

 

Figure 5.1. Expression of activation markers CD38, HLA-DR and CD69 on CD4
+
 (A-C) 

and CD8
+
 T-cells (D-F) after blinatumomab treatment (n=4). Activation markers were 

measured on T-cells from CLL PBMC cultures after 3 or 7 days by 8-colour flow cytometry 

(FACS Canto ІІ). Statistical analysis was performed using a paired t-test comparing the level 

of activation markers in blinatumomab treated cultures (10 or 100ng/ml) with untreated 

controls. *= (P<0.05), **= (P<0.01) and ***= (P<0.001). 
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5.2 Blinatumomab induces T-cell dependent CLL cell activation.  

Given that blinatumomab can activate T-cells from CLL patients, we went on to assess 

whether CLL cells were also being activated in response to blinatumomab treatment of CLL 

PBMCs. CLL cells were found to have an increased expression of the activation marker 

HLA-DR (Figure 5.2A and C) by day 3 in treated PBMC cultures. To determine whether this 

CLL activation was T-cell dependent, purified CLL cells were also incubated with 

blinatumomab and the expression of HLA-DR assessed. No significant increase in CLL cell 

HLA-DR expression was observed after incubation of purified CLL cells with blinatumomab 

(Figure 5.2B).    

Overall these results demonstrate that blinatumomab can activate T-cells and CLL cells 

in PBMC cultures. The activation of CLL cells was subsequently shown to be T-cell 

dependent.  

 

Figure 5.2. Activation of CLL cells in PBMC cultures treated with blinatumomab. 

Expression of HLA-DR on CLL cells taken from (A) PBMC or (B) purified B-cell cultures 

treated for 3 days with blinatumomab (10ng/ml) was measured using 8-colour flow cytometry 

(n=4). (C) Histogram showing HLA-DR expression on CLL cells taken from PBMC cultures 

treated with or without blinatumomab for 3 days. Unt= untreated, BiTE= Blinatumomab. 

Statistical analysis was performed using a paired t-test. 
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5.3 Blinatumomab mediates T-cell proliferation in primary CLL samples 

To establish whether blinatumomab mediated T-activation also resulted in T-cell 

proliferation, T-cells from CLL PBMC cultures were analysed for expression of the Ki-67 

protein after treatment with blinatumomab. Ki-67 is a nuclear protein present in cells in the 

active phases of cell cycle but absence in resting cells (Urruticoechea, Smith and Dowsett 

2005). Intracellular Ki-67 expression in both CD4
+
 and CD8

+
 T-cells was significantly 

increased in cultures treated with blinatumomab after 3 and 7 days compared to untreated 

controls (Figure 5.3A-C). Interestingly blinatumomab treatment induced significantly more 

cycling CD8
+
 T-cells than CD4

+
 T-cells at day 3 (P=0.04). In order to determine if this T-cell 

cycling was maintained, the percentage of Ki-67 expressing T-cells was compared between 

day 3 and day 7. There was a significant increase in the percentage of Ki-67-expressing CD4
+
 

and CD8
+
 T-cells from day 3 to day 7 after blinatumomab treatment (CD4

+
: P=0.0005, CD8

+
: 

P=0.002). As a positive control PBMC cultures were also activated with CD3/CD28 beads to 

determine the highest level of T-cell proliferation possible. Although T-cell proliferation 

induced by blinatumomab treatment was lower than that induced by CD3/CD28 beads at day 

3, similar levels were achieved by day 7.  
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Figure 5.3. T-cell proliferation after incubation with blinatumomab. PBMCs extracted 

from CLL patients were cultured in the presence or absence of blinatumomab (n=7). 

Intracellular Ki-67 was used as a marker for proliferating CD4
+
 and CD8

+
 T-cells. The 

number of positive cells was measured using 8-colour flow cytometry (FACS Canto ІІ). (A) 

FACS analysis showing the gating strategy used to separate Ki-67+/- T-cells (Left plot: 

untreated control, right plot: 10ng/ml blinatumomab treated). The percentage of Ki-67 

expressing CD4
+
 (B) and CD8

+
 (C) T-cells was determined after incubation of PBMCs with 

blinatumomab (10ng/ml) or CD3/CD28 beads for 3 or 7 days in culture. *= (P<0.05), **= 

(P<0.01) and ***= (P<0.001). Statistical analysis was performed using a paired t-test.  
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To identify the phenotype of T-cells cycling in response to blinatumomab treatment, the 

markers CCR7 and CD45RA were used to divide T-cells into Naїve, CM, EM and EMRA 

subsets (Figure 5.4). Analysis of the CD4
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were predominantly an effector memory phenotype followed by Naїve, CM and EMRA. 

After blinatumomab stimulation there was an initial increase in EMRA CD4
+
 T-cells by day 

3 (P=0.01) but by day 7 only CD4
+
 T-cells with an EM phenotype were increased compared 

to untreated controls (P=0.02). In addition was a significant drop in naїve CD4
+
 T-cells by 

day 7 (P=0.0098). Similar results were obtained from CD3/CD28 stimulated cultures with an 

increase in EM (P=0.004) and decrease in naїve CD4
+
 T-cells observed at day 7 (P=0.01, 

Figure 5.4A).    

        Analysis of CD8
+
 T-cells in untreated cultures showed that they are of a predominantly 

EM or and EMRA phenotype with few cells displaying either a Naїve or CM phenotype 

(Figure 5.4B). Blinatumomab induced the expansion of EM T-cells at Day 3 (P=0.03) and 

Day 7 (P=0.0002) whilst EMRA T-cells were reduced at the day 7 timepoint (P=0.0003). No 

significant changes in the percentage of naїve or CM CD8
+
 T-cells were observed at both 

timepoints. CD3/CD28 stimulated cultures also showed an increase in EM CD8
+
 T-cells at 

day 3 (P=0.0006) and day 7 (P<0.0001). The reduction in EMRA CD8
+
 T-cells was however 

observed earlier at day 3 (P=0.0003) continuing until day 7 (P<0.0001). There was no change 

in naїve T-cells with only a slight increase in CM T-cells seen at day 3.  

    These results show that blinatumomab induces a preferential expansion of T-cells 

displaying an effector memory phenotype within the CD4
+
 and CD8

+
 T-cell compartments by 

Day 7. Concomitantly there was a reduction in the percentage of naїve CD4
+
 T-cells and 

EMRA CD8
+
 T-cells. A similar trend in CD4

+
 and CD8

+
 T-cell expansions was seen 

following CD3/CD28 stimulation by day 7. 
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Figure 5.4 Blinatumomab preferentially induces the expansion of T-cells with an 

effector memory phenotype. T-cells from PBMCs treated with blinatumomab were stained 

with antibodies against CCR7 and CD45RA and analysed by 8-colour flow cytometry (n=7). 

T-cell subsets were defined as naїve (CCR7
+
CD45RA

+
), Central memory (CM) 

(CCR7
+
CD45RA

-
), Effector memory (EM) (CCR7

-
CD45RA

-
) and Highly differentiated 

effector memory (EMRA) (CCR7
-
CD45RA

+
). The percentage of naїve, EM, EMRA and CM 

T-cell subsets in (A) CD4
+ 

T-cells and (B) CD8
+
 T-cells were determined at day 3 and day 7 

post incubation with blinatumomab (10ng/ml) or CD3/CD28 beads. Each bar represents the 

combined data from 7 CLL patients. *= (P<0.05), **= (P<0.01) and ***= (P<0.001). 

Statistical analysis was performed using a paired t-test. 

 



  CHAPTER 5: RESULTS  

157 

 

5.3.2 Cycling of T-cells subsets in response to blinatumomab treatment 

In order to determine whether the increase in T-cells displaying an EM phenotype was 

due to the preferential proliferation of the EM subset, Ki-67 expression was measured in both 

CD4
+
 and CD8

+
 T-cell compartments after blinatumomab treatment. EMRA T-cells within 

the CD4
+
 compartment and naїve and CM T-cells within the CD8

+
 T-cell compartment were 

not included in the analysis due to their low frequency. Within the CD4
+
 T-cell population T-

cells with an EM phenotype had the highest percentage of cycling cells (Figure 5.5A) 7 days 

after blinatumomab treatment. When the percentage of cycling cells was compared between 

subsets, there was found to be a higher percentage of cycling EM (P=0.01) and CM (P=0.02) 

compared to naїve CD4
+
 T-cells. There was also a higher percentage of cycling EM CD4

+
 T-

cells compared to CM but this did not reach significance (P = 0.19). Within the CD8
+
 T-cell 

compartment the predominant T-cell phenotypes are EM and EMRA. By day 7 virtually all 

of the EM cells were cycling (91%) whereas only a minority of the EMRA cells were cycling 

(20%) within the CD8
+
 T-cell compartment (Figure 5.5B; P=0.0001).   

    These results suggest that the expansion of EM T-cells seen within the CD4
+
 and CD8

+
 

T-cell compartments after blinatumomab treatment is due to an increase in EM T-cell 

proliferation in comparison to other subsets. 
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Figure 5.5 The frequency of cycling CD4
+
 (EM, Naїve and CM) and CD8

+
 (EM and 

EMRA) T-cells after blinatumomab treatment. PBMC from CLL patients were incubated 

for 7 days in the presence or absence or 10ng/ml blinatumomab (n=7). The percentage of 

cycling (Ki-67
+
) cells were measured within T-cells subsets from CD4

+
 (A) and CD8

+
 (B) T-

cell compartments by flow cytometry. T-cell subsets were defined as Naїve 

(CCR7
+
CD45RA

+
), Central memory (CM) (CCR7

+
CD45RA

-
), Effector memory (EM) 

(CCR7
-
CD45RA

-
) and Highly differentiated effector memory (EMRA) (CCR7

-
CD45RA

+
). 

Each bar represents the combined data from 7 CLL patients. Statistical analysis was 

performed using a paired t-test. 
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were found to be significantly increased in the supernatants of cultures treated for 3 days with 

blinatumomab (Figure 5.7). IFN-γ was increased in 9/10 patients (P=0.03) and TNF-α in 

10/10 patient samples (P=0.02). As a positive control CD3/CD28 beads were used to activate 

T-cells from these PBMC cultures and the supernatant analysed for various cytokines. A 

significant increase in IFN-γ, TNF-α, TNF-β and IL-8 levels were also observed in 

CD3/CD28 bead treated cultures similar to those cultures treated with blinatumomab (Figure 

5.7). Analysis of IL-2, IL-5 and IL-10 showed that they were significantly increased in 

supernatants from CLL PBMC cultures treated with CD3/CD28 beads but not blinatumomab 

(Appendix 1). The remaining cytokines IL-1β, IL-12p70 and IL-4 were found at levels below 

the threshold of detection for this assay in untreated, CD3/CD28 bead and blinatumomab 

stimulated cultures.  

  These results show that blinatumomab treatment can promote the release of pro-

inflammatory cytokines in CLL PBMC cultures. 
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Figure 5.6. Gating strategy used to identify the levels of cytokines present in 

supernatant of PBMC cultures treated with blinatumomab. Cytokine levels were 

measured using 8-colour flow cytometry (FACS Canto ІІ). (A+ C) FACS analysis showing 

the levels of cytokines present in untreated PBMC cultures. (B+ D) FACS analysis showing 

the levels of cytokines in PBMC cultures treated with blinatumomab. Cytokines from top to 

bottom: (A-B) TNF-β, TNF-α, IL-1β, IL-5 and IL-4. (C-D) IL-6, IL-8, IL-10, IL-2, IFN-γ and 

IL-12p70.  

A                                     B 

  C                                     D 

 

APC  

PE 



  CHAPTER 5: RESULTS  

161 

 

 

 

Figure 5.7. Pro-inflammatory cytokine release from CLL patient PBMCs after 

incubation with blinatumomab. Flow cytometric analysis of cytokines in supernatants 

taken from PBMC cultures treated with or without blinatumomab (n=10). Individual 

concentrations of (A) IFN-γ, (B) TNF-α, (C) TNF-β and (D) IL-8 in the supernatants of 

cultures treated with or without 10ng/ml blinatumomab or CD3/CD28 beads. The mean 

within each group is shown. Statistical analysis was performed using a paired t-test. Each dot 

represents 1 CLL patient and statistical analysis was based on 10 individual patient samples. 

BiTE=10ng/ml blinatumomab treated, CD3/CD28= CD3/CD28 bead treated cultures. 
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5.5 T-cells release cytotoxic granules and express high levels of IFN-γ and TNF-α after  

       incubation with blinatumomab 

To elucidate whether T-cells were the source of the pro-inflammatory cytokines found 

in the supernatants from PBMC cultures, T-cells were analysed for the intracellular 

expression of IFN-γ and TNF-α. There were significantly higher percentages of CD4
+
 and 

CD8
+
 T-cells expressing IFN-γ, TNF-α or both cytokines after treatment with blinatumomab 

(Figure 5.8A-B). The percentage of T-cells expressing IFN-γ was higher than that of TNF-α 

expressing T-cells (CD4
+
: P=0.04, CD8

+
: P=0.04). 

The ability of blinatumomab to activate the cytolytic response mechanisms of T-cells 

was measured by staining for the intracellular expression of granzyme B in both CD4
+
 and 

CD8
+
 T-cell subsets. There was a significant increase in the percentage of CD8

+
 (P=0.03) and 

CD4
+
 (P=0.004) T-cells expressing granzyme B in PBMC cultures treated with 

blinatumomab compared to controls (Figure 5.8C and F). Further analysis revealed there was 

significantly more CD8
+
 T-cells expressing granzyme B post blinatumomab treatment 

compared to CD4
+
 T-cells (P=0.03). In order to assess whether or not T-cells were releasing 

granzyme B, surface expression of the degranulation marker CD107 was measured (Figure 

5.8D and G).The percentage of CD4
+
 (P=0.01) and CD8

+
 (P=0.0004) T-cells expressing both 

granzyme B and surface CD107 increased after blinatumomab treatment. Statistical analysis 

showed that the percentage of CD8
+
 T-cells expressing both granzyme B and CD107 were 

significantly higher than that seen in the CD4
+
 T-cell population (P=0.04). PBMC cultures 

treated with CD3/CD28 beads were included as a positive control for the measurement of T-

cell cytokines (IFN-γ and TNF-α) and markers of cytolytic activity (Granzyme B and 

CD107). CD3/CD28 beads induced similar levels of IFN-γ and TNF-α expression and 

granzyme B release from CD4
+
 and CD8

+ 
T-cells.  
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These findings show that blinatumomab treatment of PBMC cultures increases IFN-γ 

and TNF-α expression and granzyme B release from CD4
+
 and CD8

+
 T-cells similar to 

PBMC cultures treated with CD3/CD28 beads.  
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Figure 5.8 Blinatumomab treatment increases Th1 type cytokine expression and 

cytotoxic granule release from T-cells. Multicolour flow cytometric analysis of PBMCs 

from CLL patients treated with blinatumomab (n=4). (A-B) The percentage of CD4
+
 and 

CD8
+
 T-cells expressing IFN-γ, TNF-α or both IFN-γ and TNF-α. (C-F) The percentage of 

CD4
+
 and CD8

+
 T-cells expressing granzyme B or granzyme B and surface CD107 after 

treatment with blinatumomab. Statistical analysis was performed using a paired t-test and 

based on the relative levels of cytokines, CD107 and/or granzyme B expression in treated 

cultures compared to untreated controls. *= (P<0.05), **= (P<0.01) and ***= (P<0.001). 

BiTE=10ng/ml blinatumomab treated, CD3/CD28= CD3/CD28 bead treated cultures.  
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5.6 Blinatumomab induced activation of T-cells is CLL cell dependent 

From an immunotherapeutic perspective it is important that blinatumomab does not 

induce T-cell activation and degranulation in the absence of CLL target cells, which could 

result in damage to healthy tissue. Purified T-cells from CLL patients were therefore 

incubated with blinatumomab in the presence or absence of CLL cell for 3 days. Intracellular 

Ki-67 expression was measured in both CD4
+
 and CD8

+
 T-cells, whilst granzyme B and 

surface CD107 were measured from CD8
+
 T-cells (Figure 5.9A-C). There was no increase in 

the percentage of Ki-67 expressing CD4
+ 

or CD8
+ 

T-cells in T-cell cultures treated with 

blinatumomab compared to untreated controls. In contrast, T-cell cultures containing CLL 

cells and blinatumomab showed increased percentages of Ki-67 expressing T-cells in 3 out of 

3 patients (Figure 5.10A-B). Similarly no increase in granzyme B
+ 

or granzyme B
+
CD107

+
 

CD8
+ 

T-cells were observed in T-cell cultures treated with blinatumomab compared to 

untreated controls. T-cell cultures containing CLL cells however showed increased 

percentages of granzyme B
+ 

or granzyme B
+
CD107

+
 CD8

+ 
T-cells after blinatumomab 

treatment (Fig. 5.10C-D). 

These findings show that T-cell activation, proliferation and CD8
+ 

T-cell cytotoxic 

granule release is strictly dependent on the presence of the tumour cells.  
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Figure 5.9. Gating strategy for measurement of Ki-67
+
 and Granzyme B

+
 CD107

+
 CD4

+
 

and CD8
+
 T-cells. T-cells were treated with blinatumomab (10ng/ml) in the presence or 

absence of CLL cells. Multicolour flow cytometric analysis showing the levels of 

intracellular Ki-67 expression in (A) CD4
+
 and (B) CD8

+
 T-cells after 3 days in culture with 

blinatumomab. Intracellular Granzyme B and surface CD107 expression were also measured 

in CD8
+
 T-cells at Day 3 (C). Culture conditions: left panels T-cells and blinatumomab 

(10ng/ml), right panel T-cells, CLL cells and blinatumomab (10ng/ml).   
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Figure 5.10. Blinatumomab induced activation of T-cells is CLL cell dependent. T-cells 

were treated with blinatumomab (10ng/ml) in the presence or absence of CLL cells. The 

percentage of (A) Ki-67
+
 CD4

+ 
and (B) Ki-67

+
 CD8

+
 T-cells were measured after 3 days in 

culture by flow cytometry. Within the CD8
+
 T-cell compartment the percentage of (C) 

Granzyme B
+
 and (D) Granzyme B

+
 CD107

+
 cells were also measured. Each bar represents 

the results obtained from 1 patient (n=3).  
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5.7 Blinatumomab induces the expansion of T-cells and a concomitant reduction in CLL  

      cells in PBMC cultures 

To assess whether the total number of T-cells and CLL cells were changing in PBMC 

cultures treated with blinatumomab, the absolute number of these cell types were measured 

(Figure 5.11). Cultures treated with blinatumomab had a significantly higher absolute number 

of CD4
+
 (P=0.01) and CD8

+
 (P=0.01) T-cells after 7 days when compared to untreated 

controls (Figure 5.12A-B). Significant increases in CD4
+
 and CD8

+
 T-cells were also seen in 

cultures treated with an agonist anti-CD3 antibody or CD3/CD28 beads. Absolute numbers of 

CLL cells were significantly reduced in cultures treated with blinatumomab when compared 

to untreated controls (P=0.002). In contrast, cultures treated with the anti-CD3 antibody 

showed a significant increase in absolute numbers of CLL cells, whilst cultures treated with 

CD3/CD28 beads showed no significant change compared to untreated controls (Fig. 5.12C).  

Comparison of treatment naїve and previous treated patients within the blinatumomab, anti-

CD3 antibody or CD3/CD28 bead treated groups showed no significant differences in 

absolute CLL cell counts. 

In order to determine if the level of T-cell expansion correlated with the amount of CLL 

cell death in the cultures, the change in absolute numbers of CD4
+
 and CD8

+
 T-cells in each 

culture was plotted against the percentage change in CLL cells in treated cultures compared 

to controls (Figure 5.13). There was a significant correlation between the change in absolute 

numbers of CD4
+
 and CD8

+
 T-cells in blinatumomab treated cultures and the reduction in 

CLL cell numbers (CD4: P=0.05, CD8: P=0.04). In cultures treated with the anti-CD3 

antibody or CD3/CD28 beads no such correlation was observed. 

   These observations show that blinatumomab and not anti-CD3 antibody or CD3/CD28 

bead treatment of CLL PBMCs leads to a decrease in absolute numbers of viable CLL cells in 
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both treatment naїve and previous treated patients. Importantly the levels of T-cell 

proliferation in PBMC cultures treated with blinatumomab positively correlated with reduced 

levels of viable CLL cells.  
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Figure 5.11. Gating strategy for the separation of T-cells (CD4
+
 and CD8

+
) and CLL 

cells for absolute count analysis. The number of positive cells was measured using 8-colour 

flow cytometry (FACS Canto ІІ). (A) The lymphocyte population was gated by firstly 

excluding doublets using forward scatter height vs. area (B) followed by gating of 

lymphocytes and absolute count beads using forward and side scatter profiles. (C) T-cells 

were seperated based on their expression of CD4 and CD8 surface markers. (D) CLL cells 

were then gated based on their lack of surface CD4 and CD8 expression and positive 

expression of CD5. (E) Apoptotic cells were excluded based on the expression of Annexin V 

(left panel untreated, right panel 10ng/ml BiTE treated).  
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Figure 5.12. CLL PBMC cultures showed an increase in absolute numbers of T-cells 

and a decrease in absolute CLL cell numbers after treatment with blinatumomab.       

Absolute numbers of (A) CD4
+
 T-cells, (B) CD8

+
 T-cells and (C) CLL cells were calculated 

from CLL PBMC cultures after 7 days in the presence or absence of blinatumomab 

(10ng/ml). CD3/CD28 beads and an agonist anti-CD3 antibody were included as positive 

controls. Each bar represents the combined results with BiTE and CD3 Ab (n = 15) and 

CD3/CD38 (n = 7) respectively. The mean within each group is shown. Statistical analysis 

was performed using a paired t-test. For this analysis, patients were divided into treatment 

naïve (●) and previously treated patients (◊) respectively. 
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Figure 5.13. Linear regression plots for the percentage change in CLL cells vs. change 

in absolute numbers of T-cells in cultures treated with BiTE, an anti-CD3 antibody or 

CD3/CD28 beads. Linear regression analysis was used to analyse the effect T-cell 

expansions had on the percentage change in CLL cells in response to (A) BiTE (10ng/ml), 

(B) an agonistic CD3 antibody (27.7ng/ml) or (C) CD3/CD28 bead stimulation. Each dot 

represents data obtained from 1 CLL patient. BiTE and CD3 Ab treated (n = 15), CD3/CD28 

treated (n = 7).  
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5.8 Blinatumomab induces CLL cell death by apoptosis that is enhanced in the presence  

      of CD40L 

As CLL cells readily undergo apoptosis in liquid culture, CLL cells were incubated in 

co-culture with a CD40L transfected fibroblast cell line to promote cell survival. In keeping 

with previous findings, CLL cells were found to be protected from apoptosis in the presence 

of both non-transfected mouse fibroblasts (NTLs) and mouse fibroblasts transfected with 

CD40L (TL(CD40L)) when compared to liquid culture (LC) alone (Figure 5.14A). Despite 

the increased survival of CLL cells conferred by co-culture, blinatumomab treatment 

increased the percentage of apoptotic CLL cells in liquid culture (P=0.04) and in co-culture 

with NTLs (P=0.002) or TL(CD40L) (P=0.02, Figure 5.14B). Furthermore, the percentage of 

apoptotic CLL cells induced by blinatumomab in the TL(CD40L) cultures was similar to that 

observed in LC. Interestingly increased percentages of apoptotic CLL cells were observed in 

blinatumomab treated TL(CD40L) cultures compared to TL cultures (BiTE: 10ng/ml P=0.06, 

100ng/ml P=0.05) suggesting that CLL cell activation following CD40L stimulation may 

enhance the effects of blinatumomab (Figure 5.14C). When purified CLL cells were 

incubated in LC in the presence of blinatumomab (10ng/ml) no increase in the percentage of 

Annexin V
+ 

CLL cells was observed when compared to untreated controls (Figure 5.14D, 

P=0.63).  

These findings show that blinatumomab treatment of CLL PBMC cultures leads to an 

increase in the percentage of apoptotic CLL cells in vitro. Importantly these increases in 

apoptotic CLL cells detected after blinatumomab treatment are maintained even in the 

presence pro survival and activation signals.  
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Figure 5.14. Blinatumomab induces CLL cell death in PBMC cultures, which is 

maintained even in the presence of pro-survival signals. PBMCs from CLL patients were 

incubated for 7 days in liquid culture (LC) or co-cultured on fibroblast cells transfected with 

TL(CD40L) (n=7). (A) The percentage of Annexin V
+
 CLL B-cells after 7 days of incubation 

in LC or on NTL or TL(CD40L) (B) The percentage of Annexin V
+
 CLL cells measured in 

cultures treated with or without blinatumomab (10ng/ml). Each graph shows the combined 

data from 7 CLL patients. (C) The percentage of Annexin V
+
 CLL cells above background 

controls in PBMCs treated with blinatumomab (10ng/ml and 100ng/ml) and co-cultured on 

NTL or TL(CD40L). (D) The percentage of Annexin V
+
 CLL cells measured in purified CLL 

cell cultures incubated for 7 days in the presence or absence of blinatumomab (10ng/ml). 

Each dot represents 1 CLL patient (n=4). The mean within each group is shown. Statistical 

analysis was performed using a paired t-test. 
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5.9 Blinatumomab induces clustering of CLL cells around T-cells  

The ability of blinatumomab to bind both CD3 and CD19 is thought to promote the 

bridging of T-cells and tumour cells. In order to determine if this bridging effect would occur 

in CLL, PBMCs from CLL patients were cultured in the presence of blinatumomab and 

visualised by phase contrast microscopy. Incubation of CLL PBMCs with blinatumomab 

caused the formation of cell clusters after 12 hours in culture. These clusters were not 

observed in cultures treated with an anti-CD3 Ab or CD3/CD28 beads (Figure 5.15). 

Interestingly, the size and number of clusters observed after treatment with 100ng/ml BiTE 

compared to 10ng/ml BiTE is indicative of a dose-dependent relationship. In order to identify 

the cellular composition of these clusters, purified CFSE-labelled T-cells (CFSE Red) and 

CLL cells (CFSE Green) were incubated in culture with blinatumomab (Figure 5.16).  

Fluorescence confocal imaging of these clusters showed a single T-cell (Red) surrounded by 

multiple CLL cells (Green, Figure 5.16B). A computer generated 3-D reconstruction of these 

clusters revealed one T-cell closely interacting in a centralised position with 11 CLL cells 

(Figure 5.16C).    
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Figure 5.15 CLL patient PBMCs treated with blinatumomab, an anti-CD3 antibody or 

CD3/CD28 beads.  Phase contrast images taken using light microscopy after 12hours in 

culture. Each image is labelled with the concentration and treatment added to each culture.            

UNT = untreated, BiTE = blinatumomab (10 or 100ng/ml), CD3 = anti-CD3 Ab (27.7 or 

277.7ng/ml) and CD3/CD28 beads. Data represents one of 3 patients tested.  
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A                                      B                                      C                  

  

Figure 5.16 Visualisation of CLL and T-cell clustering in the presence of blinatumomab. 

T-cells and CLL cells were stained with CFSE (red and green) and visualised after incubation 

for 12 hours in the presence of blinatumomab (100ng/ml). (A) Phase contrast image showing 

a cell cluster formed in the presence of blinatumomab. (B) Visualisation of CLL cells (Green) 

and T-cell (Red) in clusters by confocal microscopy. (C) 3-D reconstruction of cluster using 

imaris imaging software; T-cells (Red) and CLL cells (Green). Results represent images 

obtained from 1 of 3 CLL patients.   

 

5.10 Mechanism of blinatumomab directed T-cell killing of CLL cells  

Taking into account all the information obtained from the experiments detailed above, a 

mechanistic timeline of blinatumomab-directed T-cell killing of tumour cells was developed 

(Figure 5.17). Firstly, blinatumomab engages both CD19 on CLL cells and CD3 on T-cells, 

bringing both cell types into close proximity allowing the formation of T-cell-CLL cell 

conjugates. The delivery of activation signals to T-cells induces their proliferation and 

differentiation into a predominately effector memory phenotype capable of secreting Th1 

type cytokines. This process can take up to 3 days after which T-cells are capable of 

degranulating as evidenced by increased surface expression of CD107, leading to tumour 

cell-directed killing.  

    Like blinatumomab, CD3/CD28 beads can also induce the proliferation of T-cells with 

a predominately effector memory phenotype that are capable of secreting Th1 type cytokines. 
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CD3/CD28 beads however lack the ability to recruit CLL cells to the T-cell surface resulting 

in the failure of secreted granzyme B to enter the CLL cells and induce apoptosis. CLL cells 

therefore continue to survive in these cultures aided by the release of T-cell derived cytokines 

including IFN-γ, TNF-α and IL-8 which have been shown to promote CLL cell survival 

(Buschle et al. 1993, di Celle et al. 1994, Bojarska-Junak et al. 2002).  

     Overall these result indicate that blinatumomab mediated killing of CLL cells is strictly 

dependent on the bridging effect of the antibody between CLL cells and T-cells. Activation 

of T-cells in the absence of T:CLL cell bridging may result in the failure of T-cell cytotoxic 

mechanisms to successful target CLL cells. 
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Figure 5.17. Proposed mechanism of blinatumomab directed T-cell killing of CLL cells. 

(A) Blinatumomab engages both CD19 on CLL cells and CD3 on T-cells bringing both cells 

into close proximity. Activation signals are then delivered to both cell types. (B) Activated T-

cells proliferate and release pro-inflammatory cytokines including IFN-γ and TNF-α whilst 

also differentiating into an effector memory phenotype. (C) Blinatumomab brings effector 

memory T-cells and multiple CLL cells into close proximity, allowing targeted release of 

cytotoxic granules from both CD4
+
 and CD8

+
 T-cells towards the CLL cell surface. (D) 

Cytolytic granules enter the CLL cell inducing death by apoptosis. Blinatumomab disengages 

and is free to bind other T-cells and CLL cells. 

 

 

 

 

 



  CHAPTER 5: RESULTS  

180 

 

 
 

 

Figure 5.18. Proposed mechanism of CD3/CD8 bead promotion of CLL cell survival.  

(A) CD3/CD28 beads bind to CD3 and CD28 on the surface of T-cells inducing activation. 

(B) Activated T-cells proliferate and release pro-inflammatory cytokines including IFN-γ and 

TNF-α whilst also differentiating into an effector memory phenotype. (C) CD3/CD28 beads 

bind to effector memory T-cells inducing the release of cytotoxic granules which fail to enter 

and kill CLL cells due to distance between effector and target cells (D) The pro-inflammatory 

milieu of cytokines released by PBMCs upon incubation with CD3/CD28 beads aids the 

activation and survival of CLL cells.   
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5.11 Discussion 

This chapter provides detailed in vitro evidence showing that blinatumomab, a bi-

specific antibody targeting CD3 and CD19, can activate and induce the proliferation of T-

cells from CLL patients in situ without having to provide additional CD28 stimulation or IL-

2. Analysis of T-cell subsets showed that blinatumomab treatment induced the preferential 

expansion of T-cells with an effector memory phenotype; a phenomenon previously reported 

in NHL patients treated with blinatumomab (Bargou et al. 2008). EM T-cells are known to 

have a low-activation threshold and are capable of vigorous proliferation in response to 

stimulation (Sallusto, Geginat and Lanzavecchia 2004), which may explain their preferential 

expansion in blinatumomab-treated cultures. In addition, EMRA T-cells have been shown to 

have a low proliferation potential in comparison to TCM and TEM which supports the loss of 

EMRA T-cells after blinatumomab stimulation, particularly in the CD8
+
 T-cell compartment 

(Sallusto et al. 2004). EM T-cells have also been reported to carry large amounts of perforin 

and are known to display rapid effector function upon stimulation (Sallusto et al. 2004). The 

generation of increased numbers of T-cells displaying an EM phenotype is likely to be 

important for blinatumomab-mediated cytotoxic T-cell responses against CLL cells. In 

colorectal cancer high densities of tumour infiltrating EM T-cells has been associated with 

increased overall survival (Pagès et al. 2005). Furthermore activation of tumour-associated 

CD8
+
 EM T-cells have also been shown to promote tumour destruction and the production of 

tumour specific CD8
+
 T-effector cells in mouse models (Pagès et al. 2005, Kilinc et al. 2009). 

In this regard, it would be interesting to investigate whether the elevated EM T-cell 

population is maintained in CLL cell cultures even after cessation of blinatumomab 

treatment. 
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CD4
+
 and CD8

+
 T-cells activated in response to blinatumomab treatment were shown 

to have increased expression of granzyme B and the surface degranulation marker CD107. 

These observations indicate that blinatumomab is indeed capable of inducing cytotoxic 

responses from CD4
+
 and CD8

+
 T-cells in CLL patients. Traditionally CD4

+
 T-cells are 

thought to provide cytokine and co-stimulatory support to cytotoxic CD8
+
 T-cells, with 

cytotoxic CD4
+
 T-cell responses being relatively rare in healthy subjects (Man et al. 1990). 

However, an expanded population of cytotoxic
+
 CD4

+
 T-cells have been described during 

CMV infection and also in CLL patients (Walton et al. 2010, Casazza et al. 2006). It would 

be of interest to further characterise both the CD4
+
 and CD8

+
 T-cells post blinatumomab 

treatment, potentially giving further insight into how blinatumomab overcomes T-cell 

tolerance in the disease. This may include a detailed analysis of exhaustion and senescence 

markers, the frequency of regulatory T-cells and the expression levels of immunosuppressive 

molecules.    

      In this chapter, blinatumomab treatment induced CLL cell death in PBMC cultures, 

with the level of cell death shown to positively correlate with the degree of T-cell expansion. 

Interestingly, an agonistic CD3 antibody and CD3/CD28 beads were also capable of inducing 

proliferation of T-cells but unlike blinatumomab they did not cause a decrease in CLL cell 

survival. Indeed incubation with the agonistic CD3 antibody led to a significant enhancement 

of CLL survival in culture. This result is not unprecedented given that Patten et al showed 

that stimulation of T-cells with CD3/CD28 beads could increase the viability of CLL cells in 

vitro (Patten et al. 2005). In keeping with these findings we showed that incubation of CLL 

PBMC with CD3/CD28 led to a release of pro-inflammatory mediators including IFN-γ, 

TNF-α and IL-8 which are known to promote the survival of CLL cells in vitro (Buschle et 

al. 1993, di Celle et al. 1994, Bojarska-Junak et al. 2002). Although similar levels of these 
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cytokines were seen in cultures treated with blinatumomab, increased CLL cell death was 

observed in these cultures suggesting that it is not T-cell activation and cytokine release per 

se that promotes CLL cell killing.  

    The disparagy in CLL cell death detected after blinatumomab and CD3/CD28 or CD3 

treatments indicates that the bridging of CLL cells and T-cells mediated by blinatumomab 

may be crucial for promoting the redirection of cytotoxic granules onto the CLL cell surface. 

Light microscope images from this study showed that blinatumomab could induce the 

clustering of CLL PBMCs in vitro. These clusters were subsequently shown to be composed 

of a centralised T-cell surrounded by CLL target cells. As T-cells express multiple CD3 

molecules on their surface it is possible that blinatumomab facilitates the binding of several 

CLL cells to one T-cell allowing cytotoxic molecules to be delivered to multiple targets. 

Importantly, these clusters were not formed in the presence of CD3 or CD3/CD28 beads 

suggesting this bi-specificity is crucial for this T-cell/tumour cell conjugate formation and the 

subsequent cytotoxicity of the CLL cells. This concept is further supported by the fact that 

CD3/CD28 beads can induce granzyme B release from T-cells, but unlike blinatumomab this 

does not result in CLL cell death. Taken together these observations have important 

implications for adoptive T-cell therapy being trialled in CLL as this data suggests that 

transfer of CD3/CD28 activated T-cells will not be effective in treating CLL patients, without 

the bridging between CLL cells and T-cells (Wierda and O'Brien 2001, Ramsay and Gribben 

2008). 

      The efficacy of blinatumomab in PBMC cultures is all the more remarkable given the 

fact that CLL cells typically outnumbered T-cells by up to 50:1, creating very low effector to 

target ratios. Blinatumomab may therefore represent a potential therapy for patients with high 

tumour burdens. Furthermore therapy with blinatumomab may not require prior 
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lymphodepleting regimes; which can restrict patients’ suitability for treatment. The results of 

this study also suggests blinatumomab could have efficacy in patients where treatment 

options are extremely limited, including those patients that have relapsed from first-line 

therapy and those patients with poor prognostic markers including p53 mutations (Appendix 

2).  

Given the potential for activated T-cells to damage healthy tissue it was important to 

show that blinatumomab-mediated T-cell activation and cytotoxic granule release was only 

induced upon binding of T-cells to CLL cells. This study showed that blinatumomab 

mediated T-cell activation, proliferation and cytotoxic granule release from T-cells was 

strictly dependent on the presence of CLL cell targets. A potential side effect of 

blinatumomab could be the elimination of healthy B-cells in CLL patients leading to reduced 

antibody responses. Hypogammaglobulinemia is however a feature of many CLL patients 

and can be managed with donor antibody infusions. Blinatumomab therefore represents a 

highly targeted therapy which may lack the numerous off target toxicities associated with 

chemotherapeutic agents.      

There is a growing appreciation that conventional chemotherapeutic agents have 

significantly less potency against CLL cells found in microenvironmental niches including 

the lymph nodes and bone marrow (Munk Pedersen and Reed 2004). Drug resistance 

conferred by these microenvironmental niches may be responsible for the residual disease 

seen in patients after conventional therapy, which ultimately aids the repopulation of CLL 

cells in the periphery and the eventual relapse of patients. Microenvironmental signals 

including interactions between CLL cells and CD40L-expressing T-cells, stromal and nurse-

like cells are thought to increase the apoptotic-threshold of CLL cells (Plander et al. 2009, 

Burger et al. 2000, Buggins et al. 2010, Hamilton et al. 2012). Furthermore CD40-CD40L 
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interactions have been shown to augment the antigen presenting capacity of CLL cells due to 

increased surface expression of adhesion molecules (CD54) and co-stimulatory molecules 

such as CD80, CD86 and CD70 leading to CLL cell activation and protection from 

fludarabine-mediated killing (Kitada et al. 1999, Ranheim and Kipps 1993, Romano et al. 

1998). Importantly this study showed that CLL cells receiving activation signals through 

CD40-CD40L interactions in a co-culture model system were still susceptible to 

blinatumomab-mediated killing. Indeed it would appear that CD40L-mediated activation of 

CLL cells may augment blinatumomab-induced T-cell killing of CLL cells, possibly due to 

the upregulation of co-stimulatory molecules such as CD80 and CD86 on the CLL cell 

surface enhancing T-cell activation and targeting of CLL cells (Ranheim and Kipps 1993).      

Given these in vitro findings, it seems likely that blinatumomab promotes the formation 

of T-cell-CLL cell conjugates through the bridging of CD3 and CD19. T-cells are both 

activated and proliferate into predominately an EM phenotype, which are capable of 

producing Th-1 type cytokines. These T-cells have cytolytic potential as they produce and 

release granzyme B as evident by the expressing of surface CD107 leading to tumour cell-

directed killing. Importantly this killing mechanism is undiminished even in the presence of 

pro-survival co-culture conditions. 

    In conclusion the bi-specific antibody platform represents a novel immunotherapeutic 

strategy in CLL. Blinatumomab has the ability to overcome T-cell tolerance of CLL cells in 

situ which does not require the ex vivo separation of T-cells or gene transfer technology 

which can be technically challenging. Furthermore, it induces antigen-independent 

autologous T-cell activation in situ resulting in serial T-cell-mediated CLL cell killing. This 

chapter also demonstrates the efficacy of blinatumomab in variety of patients, including those 

who are treatment naїve and those that have relapsed or are refractory to conventional 
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therapy. Finally the data generated from this study strongly supports the clinical development 

of blinatumomab as a therapeutic agent in CLL.  

 

 

 

 

 

  



  CHAPTER 6: FINAL DISCUSSION  

187 

 

CHAPTER 6  

Final Discussion 

 

6.1 Discussion  

Despite recent advances in the treatment of CLL, it still remains an incurable B-cell 

malignancy with a median overall survival time of approximately 10 years regardless of the 

patient’s age at diagnosis. For a proportion of CLL patients, treatment will never be required 

and they may die from causes unrelated to their disease. However for the majority of patients; 

particularly younger patients and those presenting with aggressive disease, their CLL will 

require treatment and they will invariably die from disease related complications (Dearden 

2008).  

 Chemotherapy has traditionally been the backbone to any therapeutic approach in CLL. 

It does not however, induce long-term disease free survival, and patients are at high risk of 

relapsing and developing chemotherapy-resistant disease. Moreover there are relative few 

effective treatments for those patients that do relapse or are refractory to chemotherapy 

including patients with p53 mutations. Novel therapeutic strategies aimed at improving the 

treatment and survival of these types of patients is therefore warranted. 

     CLL remains an attractive model for immunotherapeutic approaches aimed at 

harnessing the body’s natural immune system to target tumour cells. CLL patients have a 

relatively long natural disease course in comparison to other cancers, potentially allowing the 

development and progression of immune responses to tumour cells. Indeed evidence of 

improved clinical responses after the addition of immunotherapy to current chemotherapeutic 

regimes supports the use of such approaches. In addition the potential curative GVL effect 

observed after allo-HSCT, demonstrates that T-cells can recognise and target CLL cells. 
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There are however several obstacles to the successful implementation of immunotherapy in 

CLL including the profound immunosuppression and immune dysfunction associated with 

the disease. Such immune defects including the ability of CLL cells to induce T-cell tolerance 

compromises tumour vaccine and adoptive T-cell therapy, resulting in poor clinical responses 

(Ramsay and Gribben 2008).  

In this study immunophenotypic analysis of T-cells from CLL patients was performed 

in order to better characterise their dysfunction status within the disease. Conceivably better 

identification and understanding of T-cell defects in CLL, may lead to the development of 

novel targeted therapies aimed at restoring T-cell function. Indeed such therapies may 

improve T-cell responses to vaccination and infection as well as potentially restoring tumour 

immunosurveillance in CLL patients. In-depth analysis of CLL patient in this study revealed 

a skewing of T-cells towards a highly differentiated effector memory phenotype with an 

increase in markers associated with limited ability to proliferate and increased propensity to 

undergo apoptosis (Brenchley et al. 2003, Serrano et al. 1997, Weekes et al. 1999, Van den 

Hove et al. 1998). These results provided evidence that T-cells are not simply bystander cells 

in this B-cell malignancy but are subject to chronic stimulation leading to exhaustion.  

 As part of the immunophenotyping study a novel prognostic marker in CLL patients 

based on patients CD4:CD8 T-cell ratio was identified (Nunes et al. 2012). CLL patients 

found to have an inversion in their CD4:CD8 T-cell ratios were shown to have a shorter time 

to first treatment and thus inferior prognosis when compared to normal ratio patients. T-cells 

from the CLL
IR

 patient group had a preferential expansion of antigen experienced CD8
+
 T-

cells with a CD28
-
CD27

-
CD57

+
 and PD-1

+ 
phenotype when compared to the CLL

NR
 group. 

These observations further support a role for T-cells in the pathogenesis of CLL with chronic 

CD8
+
 T-cell stimulation seemingly a feature of poor prognostic patients. 
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Given that most patients in our cohort were stage A, it would have been interesting to 

assess whether the ratio of CD8:CD4 T-cells increased with disease progression by studying 

patients with stage A, B and C disease. In addition, it would be of interest to assess what 

effect treatment with chemotherapy had on the distribution and phenotype of T-cells in CLL 

patients including the CD4:CD8 ratios. This aside, the identification of inverted CD4:CD8 

ratios as a novel prognostic marker in CLL patients represents a significant finding, 

particularly in an age where therapy is becoming increasingly personalised. Currently the 

decision to initiate treatment of CLL patients is based on clinical symptoms indicative of 

disease progression (Gribben 2010) with prognostic markers somewhat sidelined due to 

several reasons. Firstly the multitude of prognostic markers and the lack of clinical trials 

comparing their individual and combined prognostic values have made it difficult to evaluate 

their true potential in CLL treatment. In addition large clinical trials looking at the clinical 

benefit of different therapeutic regimens on patients separated based on various prognostic 

markers are still lacking (Van Bockstaele et al. 2009). It is therefore hard to fully evaluate the 

prognostic power of CD4:CD8 ratios in CLL. Having said that CD4:CD8 ratios remains the 

only prognostic marker to date that is not based on the tumour cell and this study further 

showed it correlates with LDT, which has recently been shown to be the most important 

determinant of TTFT in stage A patients (Pepper et al. 2012). Completion of clinical trials 

evaluating prognostic markers will hopefully allow clinicians to utilise prognostic markers in 

CLL to better predict the prognosis of patients at diagnosis and direct when and what types of 

treatments are given to patients. Such prognostic markers will likely include immunological 

(CD4:CD8 ratio), tumour (LDT, CD38 positivity, IgVh mutational status) and genetic 

(cytogenetic aberrations e.g. deletion 17p or 13q) markers.   
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  One interesting finding from chapter 3 was the identification of PD-1 as a marker that 

is upregulated on a subset of CD8
+
 T-cells within the CLL

IR
 group. Interaction of PD-1 on T-

cells with its ligand PDL-1 has previously been shown to inhibit TCR signalling (Sheppard et 

al. 2004) and may play an important role in maintaining T-cell tolerance in solid and 

haematological malignancies (Zhang et al. 2008, Berger et al. 2008). Conceivably blockade 

of such interactions in CLL may help overcome T-cell tolerance in the disease and may 

restore normal T-cell function including tumour surveillance. This study showed that PD-1 is 

over expressed on T-cells in CLL patients and the ligand for PD-1(PDL-1) on CLL cells can 

be upregulated in response to T-cell derived cytokines including IL-4 and following CD40L 

stimulation in vitro.  

 Unfortunately one drawback to this study was the expression and regulation of PD-

1/PDL-1 could only be analysed on cells obtained from the peripheral blood of CLL patients 

and not from the lymph nodes. The microenvironment of the peripheral blood varies 

considerably from the lymph node where CLL cells are subject to pro-survival and activation 

signals, with proliferating tumour cells co-localising with activated CD4
+
 T-cells in 

pseudofollicles (Patten et al. 2008). It would be interesting to obtain CLL lymph node 

samples, in order to test whether immunosuppressive molecules are over expressed in 

secondary lymphoid organs as well as the peripheral blood and to investigate their potential 

function at these sites.   

 Antibodies capable of blocking the signalling of immunosuppressive molecules have 

recently come under intense investigation as therapeutic molecules in solid and 

haematological malignancies (Berger et al. 2008, Brahmer et al. 2010). Blockade of 

immunosuppressive molecules may overcome tumour cell suppression of T-cells in CLL 

potentially restoring T-cell function. In this study antibody blockade of PD-L1 and CD200 
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signalling was found not to enhance CLL patient T-cell responses in vitro. However given the 

growing number of immune evasion mechanisms known to be utilised by CLL cells to 

suppress T-cell responses including reduced expression of molecules involved in antigen 

presentation, promotion or Treg production and secretion of immunosuppressive cytokines 

(Riches et al. 2010), it is possible that blockade of a single immunosuppressive molecule is 

insufficient to overcome T-cell tolerance in CLL patients (Kater, van Oers and Kipps 2007). 

Indeed it is possible that certain immune evasion strategies in CLL may play more important 

roles in maintaining T-cell tolerance than others. Future investigations are therefore required 

to evaluate the importance of individual immune evasion mechanisms in CLL so therapeutic 

agents can be designed targeting those mechanisms crucial for suppressing T-cell responses.  

 Due to the failure of blocking antibodies targeting known immunosuppressive 

molecules to enhance T-cell responses from CLL patients, this study investigated a more 

direct approach of promoting T-cell activation. Blinatumomab a bi-specific antibody 

targeting CD19 and CD3 has previously been shown to have clinical activity in ALL and 

NHL (Topp et al. 2011, Bargou et al. 2008) but its potential use in CLL was unknown. 

Despite evidence of T-cell exhaustion and suppression in CLL patients (Serrano et al. 1997, 

Wadhwa and Morrison 2006, Pallasch et al. 2009), this study showed that it is possible to 

induce significant activation of T-cells from CLL patients with blinatumomab in vitro. 

Moreover T-cell activation was shown to be accompanied by T-cell proliferation, production 

of pro-inflammatory cytokines and the release of granzyme B from both CD4
+
 and CD8

+
 T-

cells.  

 From the experimental data collected this study was able to outline a mechanism of 

blinatumomab-mediated killing of CLL cells. Blinatumomab likely promotes the formation 

of T-cell/CLL cell conjugates facilitating the activation and proliferation of T-cells into a 
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predominately effector memory phenotype. Confocal microscope images obtained from this 

study provided evidence of these conjugates with tight clustering of CLL cells around a 

centralised T-cell after blinatumomab treatment; a phenomena not seen after anti-CD3 or 

CD3/CD28 stimulation. The bridging effect mediated by the bi-specific antibody appears to 

help direct T-cell cytolytic mechanisms in the form of granzyme B release towards the CLL 

cell surface inducing tumour cell death by apoptosis. This hypothesis was supported by 

evidence of increased CLL cell death in PBMC cultures treated with blinatumomab, which 

was notably absent in cultures treated with anti-CD3 or CD3/CD28beads. In addition, a study 

by Offner et al showed that bi-specific antibodies can mediate T-cell adhesion to target cells 

inducing T-cell signalling and the formation of regular lytic synapses (Offner et al. 2006). 

These findings support the idea that the bridging effect of blinatumomab is crucial for T-

cell/tumour cell conjugate formation and the subsequent cytotoxicity of the CLL cells. It also 

provides evidence that activation of T-cells in the absence of T cell-CLL cell bridging can 

promote CLL cell survival in vitro, which may help explain the poor clinical responses of 

patients receiving autologous T-cells activated with CD3/CD28 stimulation (Hami et al. 

2004, Ramsay et al. 2008).  

 It is likely that future therapeutic agents will be aimed at providing efficacy in all types 

of CLL, including those patients with chemotherapy refractory disease, the frail and elderly 

and those with pre-existing co-morbidities. This study provides evidence that blinatumomab 

may have efficacy not only in treatment naïve patients but also in those patients who are 

refractory or have relapsed from chemotherapy. In addition, blinatumomab appears to work 

even at high target to effector cell ratios. This suggests that prior lympho-depleting regimens 

designed to reduce tumour burden, but which limit the applicability of treatments in the frail, 

elderly and patients with co-morbidities, may not be necessary with blinatumomab therapy. 
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Lastly, evidence obtained from this study suggests that blinatumomab-mediated T-cell 

activation, proliferation and effector function is strictly dependent on the presence of the 

tumour cell, which may minimise off target toxicities. 

 Resistance mechanisms, the potential for clonal evolution and the emergence of tumour 

variants also remain significant obstacles hampering successful implementation of 

therapeutic agents in CLL. As blinatumomab targets CD19, an important co-receptor 

involved in BCR signalling, it seems unlikely that CD19 negative CLL clones would develop 

post treatment. In addition, drug resistance conferred by microenvironmental niches may play 

a crucial role in maintaining residual CLL cell populations after chemotherapy, allowing the 

repopulation of CLL cells in the periphery and contributing to the relapse of CLL patients 

(Foster et al. 2008). Evidence from this study suggests blinatumomab may maintain efficacy 

in pro-survival microenvironmental niches including lymph nodes and bone marrow. These 

observations are supported by results from a clinical trial in NHL patients showing that 

blinatumomab treatment cleared tumour cells from the blood, lymph nodes, spleen and bone 

marrow (Bargou et al. 2008). Overall these in vitro results suggest blinatumomab therapy 

could be highly effective in a wide variety of CLL patients with limited treatment-related 

toxicities and reduced chance of relapse.  

 The logical step forward would be to utilise data generated from this in vitro study to 

set-up a phase 1 clinical trial with blinatumomab here in Cardiff. Analysis of T-cells and B-

cells from the blood of CLL patients, pre and post blinatumomab treatment would allow us to 

determine whether these in vitro results are translated in vivo. It would also be interesting to 

look at the effects of combining blinatumomab with different therapeutic agents. This study 

did investigate the potential synergistic properties of blinatumomab therapy with blocking 

antibodies against immunosuppressive molecules PD-1 and CD200 but was unable to show 
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any enhancement to T-cell responses in vitro. It would however be interesting to look at CLL 

cell survival as an indicator of synergy between these two therapeutic strategies, especially 

given previous in vivo data which suggested single agent blocking antibodies against PD-1 

can provide clinical benefit in patients with haematological malignancies (Berger et al. 2008). 

In addition, it would be of great interest to investigative the potential synergistic properties of 

blinatumomab with lenalidomide or monoclonal antibody therapy (d'Argouges et al. 2009). 

Lenalidomide has previously been shown to induce CLL cell activation and upregulation of 

the co-stimulatory molecule CD80 (Aue et al. 2009). Given that CLL cell activation is 

observed prior to blinatumomab mediated T-cell killing of CLL cells in this study it would be 

interesting to assess both therapeutic agents for synergistic properties in CLL. It is however 

important to note that this study also demonstrates potent T-cell activation with 

blinatumomab as a single agent. Therefore caution should be used when trying to combine 

this type of therapy with other immunostimulatory agents to prevent over activation of the 

immune system in vivo.   

  Bi-specific antibodies aimed at directing T-cell responses towards tumour cells 

displaying specific antigens represents an interesting and widely applicable therapeutic 

strategy for treating cancers. Bi-specific antibodies have advantages over other types of 

immunotherapy designed to enhance T-cell responses in CLL including tumour vaccines and 

adoptive transfer of CD3/CD28 activated T-cells or TCR modified T-cells. Firstly, bi-specific 

antibodies can recognize and bind antigens presented on the tumour cell surface, without the 

need for MHC presentation, meaning they can be used to treat patients irrespective of HLA-

genotype (Chames and Baty 2009). In addition the ability of bi-specific antibodies to 

recognize native surface antigens may limit the effects of tumour immune escape 

mechanisms including defective antigen processing and reduced MHC expression. Such 
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mechanisms are thought to hamper the generation of effective anti-tumour immune responses 

with vaccines or adoptive T-cell therapy. Secondly bi-specific antibodies can recognise non-

protein antigens including carbohydrates and glycolipids allowing for an expanded range of 

tumour antigens that can be potentially targeted. Finally, bi-specific antibodies unlike 

adoptively T-cell therapy do not require the ex vivo expansion or genetic manipulation of T-

cells with lentivirus/retrovirus technologies required for chimeric T-cells that can be 

technicallychallenging. ACT/CAR therapies also require T-cell preparations for each patient 

usually at onsite GMP labs whereas bi-specific antibodies can be produced offsite and can be 

administered to any patient. 

  B-cell malignancies generally represent a promising group of diseases for bi-specific 

antibody therapeutics due to their expression of CD19. CD19 is expressed on virtually all B-

cell lineage leukaemias and lymphomas making it an excellent tumour-associated antigen. In 

addition, it is not present on haematopoietic stem cells or non B-cell lineages therefore 

limiting the chance of off target toxicities. Expanding the bi-specific antibody platform into 

solid cancers however may represent a more difficult challenge. Although many tumour 

antigens have been defined for solid cancers with respect to T-cells, few antibody targets that 

are applicable to a wide range of tumours have been defined. The few defined antigens that 

can be targeted by antibodies are often not consistently expressed between patients, may only 

be expressed on a proportion of tumour cells and may be present to some degree on healthy 

tissue (Igney and Krammer 2002). Despite this, a number of bi-specific antibodies have been 

developed targeting antigens in solid cancers such as EpCAM and HER2/neu (Baeuerle and 

Reinhardt 2009). Future identification of novel cancer antigens by serological testing e.g. 

SEREX, will no doubt aid the development of bi-specific antibodies with new target 

specificities that can be clinical applied in solid cancers.  
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  In conclusion, the results of this study provided clear evidence of T-cell dysfunction in 

CLL patients, including a skewing of T-cells towards a memory phenotype with increased 

expression of exhaustion/senescence markers and immunosuppressive molecules. Moreover, 

it demonstrated the difficulty of trying to enhance T-cell responses from CLL patients using 

blocking antibodies against immunosuppressive molecules to PD-1 or CD200 in vitro. 

Despite these observations, this research did demonstrate the ability of a bi-specific antibody 

called blinatumomab to overcome T-cell tolerance in CLL allowing retargeting of T-cell 

cytotoxic killing mechanisms towards autologous tumours cells in vitro. Such therapy 

appeared to have efficacy not only in treatment naїve patients but also in patients that have 

relapsed or are refractory to current chemotherapy. Finally this research strongly advocates 

progression of blinatumomab into clinical trials as a novel therapeutic agent in CLL. 

 

6.2 The future of immunotherapeutic agents in CLL 

 Immunotherapeutic agents aimed at harnessing the body’s own immune system to 

target cancer cells remain a particularly appealing strategy for the treatment of CLL. The 

successful application of such approaches designed to enhance T-cell responses to CLL cells 

has however been limited due in part to the suppressive effects mediated by the tumour 

microenvironment (Kater et al. 2007). Future advances in our understanding of the tumour 

microenvironment, including identifying the key mechanisms that are utilised by tumour cells 

to suppress T-cells, will likely aid the development of novel therapeutics capable of blocking 

such pathways. In addition, immunotherapeutic agents are now being developed, which 

include bi-specific antibodies that can promote T-cell directed killing of CLL cells through 

mechanisms that minimise the suppressive effects of tumour cells. 
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 It is likely that novel therapeutic agents, which block the suppressive mechanisms of 

the tumour microenvironment will form a key part of any immunotherapeutic strategy aimed 

at enhance anti-tumour immune responses in vivo. In addition, immunotherapy may be used 

alongside other cytotoxic agents, enabling killing of CLL cells through multiple mechanisms 

in order to avoid clonal evolution, the emergence of tumour escape variants and tumour 

relapse. Currently the ‘gold standard’ of treatment for CLL patients involves chemotherapy 

given alongside the monoclonal anti-CD20 antibody rituximab (FCR) (Robak et al. 2010). In 

the future, toxic chemotherapy will most likely be replaced by more targeted therapies with 

an emphasis on investigating in vitro/in vivo their modes of action and potential synergistic 

properties with immunotherapy. Indeed immunotherapy is already being considered 

alongside antagonists of BCR-associated kinases (Bruton’s tyrosine kinase (BTK) and 

PI3Kδ) which have shown promising results in early phase І/ІІ clinical trials in CLL 

(Woyach et al. 2012).  In addition, new and current prognostic factors will become increasing 

important in the management of CLL, helping to identify those patients at risk of rapid 

disease progression, likely to be refractory to treatment and those that have worse overall 

survival. These ‘high risk’ patients may benefit from early treatment prior to the development 

of symptoms (Figure 6.1). 

 In regard to curing CLL, it is difficult to envision a single-agent being used to treat all 

types of CLL patients without the emergence of drug resistant disease. As such it is likely 

immunotherapy including blinatumomab would form part of a multi-strategy approach. Initial 

therapy may be designed to deplete the lymphoid compartments and peripheral blood of CLL 

cells including chemotherapy and BTK inhibitors. Once CLL cell numbers have reached a 

critical threshold, immunotherapy could be employed to eliminate residual CLL cells whilst 

minimising the potential emergence of tumour escape variants. 



  CHAPTER 6: FINAL DISCUSSION  

198 

 

  Future advances in the understanding of CLL, together with extensive clinical trials 

involving immunotherapeutic agents, will no doubt lead to improvements in clinical care and 

ultimately enhance the quality of life of CLL patients.   
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Figure 6.1 Present and future directions of therapy in CLL. Adapted from (Gribben 

2010).  



  REFERENCES  

200 

 

REFERENCES 

 

Adam, J. K., B. Odhav & K. D. Bhoola (2003) Immune responses in cancer. Pharmacol Ther, 99, 113-
32. 

Adams, G. P. & L. M. Weiner (2005) Monoclonal antibody therapy of cancer. Nat Biotechnol, 23, 
1147-57. 

Aigner, M., J. Feulner, S. Schaffer, R. Kischel, P. Kufer, K. Schneider, A. Henn, B. Rattel, M. Friedrich, 
P. A. Baeuerle, A. Mackensen & S. W. Krause (2012) T lymphocytes can be effectively 
recruited for ex vivo and in vivo lysis of AML blasts by a novel CD33/CD3-bispecific BiTE(®) 
antibody construct. Leukemia. 

Akdis, C. A. & K. Blaser (2001) Mechanisms of interleukin-10-mediated immune suppression. 
Immunology, 103, 131-6. 

Allendorf, D. J. & R. S. Davis (2011) Unraveling the molecular pathogenesis of chronic lymphocytic 
leukemia: dissecting a microRNA regulatory network. JAMA, 305, 95-7. 

Aue, G., N. Njuguna, X. Tian, S. Soto, T. Hughes, B. Vire, K. Keyvanfar, F. Gibellini, J. Valdez, C. Boss, L. 
Samsel, J. P. McCoy, W. H. Wilson, S. Pittaluga & A. Wiestner (2009) Lenalidomide-induced 
upregulation of CD80 on tumor cells correlates with T-cell activation, the rapid onset of a 
cytokine release syndrome and leukemic cell clearance in chronic lymphocytic leukemia. 
Haematologica, 94, 1266-73. 

Autran, B., V. Leblond, B. Sadat-Sowti, E. Lefranc, P. Got, L. Sutton, J. L. Binet & P. Debre (1991) A 
soluble factor released by CD8+CD57+ lymphocytes from bone marrow transplanted 
patients inhibits cell-mediated cytolysis. Blood, 77, 2237-41. 

Badoux, X. C., M. J. Keating, X. Wang, S. M. O'Brien, A. Ferrajoli, S. Faderl, J. Burger, C. Koller, S. 
Lerner, H. Kantarjian & W. G. Wierda (2011) Fludarabine, cyclophosphamide, and rituximab 
chemoimmunotherapy is highly effective treatment for relapsed patients with CLL. Blood, 
117, 3016-24. 

Baeuerle, P. A. & C. Reinhardt (2009) Bispecific T-cell engaging antibodies for cancer therapy. Cancer 
Res, 69, 4941-4. 

Bagnara, D., M. S. Kaufman, C. Calissano, S. Marsilio, P. E. Patten, R. Simone, P. Chum, X. J. Yan, S. L. 
Allen, J. E. Kolitz, S. Baskar, C. Rader, H. Mellstedt, H. Rabbani, A. Lee, P. K. Gregersen, K. R. 
Rai & N. Chiorazzi (2011) A novel adoptive transfer model of chronic lymphocytic leukemia 
suggests a key role for T lymphocytes in the disease. Blood, 117, 5463-72. 

Bai, L., J. Koopmann, C. Fiola, P. Fournier & V. Schirrmacher (2002) Dendritic cells pulsed with viral 
oncolysates potently stimulate autologous T cells from cancer patients. Int J Oncol, 21, 685-
94. 

Banchereau, J., F. Briere, C. Caux, J. Davoust, S. Lebecque, Y. J. Liu, B. Pulendran & K. Palucka (2000) 
Immunobiology of dendritic cells. Annu Rev Immunol, 18, 767-811. 

Banchereau, J., A. K. Palucka, M. Dhodapkar, S. Burkeholder, N. Taquet, A. Rolland, S. Taquet, S. 
Coquery, K. M. Wittkowski, N. Bhardwaj, L. Pineiro, R. Steinman & J. Fay (2001) Immune and 
clinical responses in patients with metastatic melanoma to CD34(+) progenitor-derived 
dendritic cell vaccine. Cancer Res, 61, 6451-8. 

Barber, D. L., E. J. Wherry, D. Masopust, B. Zhu, J. P. Allison, A. H. Sharpe, G. J. Freeman & R. Ahmed 
(2006) Restoring function in exhausted CD8 T cells during chronic viral infection. Nature, 
439, 682-7. 

Bargou, R., E. Leo, G. Zugmaier, M. Klinger, M. Goebeler, S. Knop, R. Noppeney, A. Viardot, G. Hess, 
M. Schuler, H. Einsele, C. Brandl, A. Wolf, P. Kirchinger, P. Klappers, M. Schmidt, G. 



  REFERENCES  

201 

 

Riethmüller, C. Reinhardt, P. A. Baeuerle & P. Kufer (2008) Tumor regression in cancer 
patients by very low doses of a T cell-engaging antibody. Science, 321, 974-7. 

Barnett, D., B. Walker, A. Landay & T. N. Denny (2008) CD4 immunophenotyping in HIV infection. Nat 
Rev Microbiol, 6, S7-15. 

Baron, J. L., J. A. Madri, N. H. Ruddle, G. Hashim & C. A. Janeway (1993) Surface expression of alpha 4 
integrin by CD4 T cells is required for their entry into brain parenchyma. J Exp Med, 177, 57-
68. 

Begleiter, A., M. Mowat, L. G. Israels & J. B. Johnston (1996) Chlorambucil in chronic lymphocytic 
leukemia: mechanism of action. Leuk Lymphoma, 23, 187-201. 

Berger, R., R. Rotem-Yehudar, G. Slama, S. Landes, A. Kneller, M. Leiba, M. Koren-Michowitz, A. 
Shimoni & A. Nagler (2008) Phase I safety and pharmacokinetic study of CT-011, a 
humanized antibody interacting with PD-1, in patients with advanced hematologic 
malignancies. Clin Cancer Res, 14, 3044-51. 

Berthon, C., V. Driss, J. Liu, K. Kuranda, X. Leleu, N. Jouy, D. Hetuin & B. Quesnel (2010) In acute 
myeloid leukemia, B7-H1 (PD-L1) protection of blasts from cytotoxic T cells is induced by TLR 
ligands and interferon-gamma and can be reversed using MEK inhibitors. Cancer Immunol 
Immunother, 59, 1839-49. 

Beyer, M. & J. L. Schultze (2006) Regulatory T cells in cancer. Blood, 108, 804-11. 
Binet, J. L., A. Auquier, G. Dighiero, C. Chastang, H. Piguet, J. Goasguen, G. Vaugier, G. Potron, P. 

Colona, F. Oberling, M. Thomas, G. Tchernia, C. Jacquillat, P. Boivin, C. Lesty, M. T. Duault, M. 
Monconduit, S. Belabbes & F. Gremy (1981) A new prognostic classification of chronic 
lymphocytic leukemia derived from a multivariate survival analysis. Cancer, 48, 198-206. 

Bird, C. H., V. R. Sutton, J. Sun, C. E. Hirst, A. Novak, S. Kumar, J. A. Trapani & P. I. Bird (1998) 
Selective regulation of apoptosis: the cytotoxic lymphocyte serpin proteinase inhibitor 9 
protects against granzyme B-mediated apoptosis without perturbing the Fas cell death 
pathway. Mol Cell Biol, 18, 6387-98. 

Bode, C., G. Zhao, F. Steinhagen, T. Kinjo & D. M. Klinman (2011) CpG DNA as a vaccine adjuvant. 
Expert Rev Vaccines, 10, 499-511. 

Bojarska-Junak, A., J. Rolinski, E. Wasik-Szczepaneko, Z. Kaluzny & A. Dmoszynska (2002) Intracellular 
tumor necrosis factor production by T- and B-cells in B-cell chronic lymphocytic leukemia. 
Haematologica, 87, 490-9. 

Brahmer, J. R., C. G. Drake, I. Wollner, J. D. Powderly, J. Picus, W. H. Sharfman, E. Stankevich, A. Pons, 
T. M. Salay, T. L. McMiller, M. M. Gilson, C. Wang, M. Selby, J. M. Taube, R. Anders, L. Chen, 
A. J. Korman, D. M. Pardoll, I. Lowy & S. L. Topalian (2010) Phase I study of single-agent anti-
programmed death-1 (MDX-1106) in refractory solid tumors: safety, clinical activity, 
pharmacodynamics, and immunologic correlates. J Clin Oncol, 28, 3167-75. 

Brandes, M., K. Willimann, G. Bioley, N. Lévy, M. Eberl, M. Luo, R. Tampé, F. Lévy, P. Romero & B. 
Moser (2009) Cross-presenting human gammadelta T cells induce robust CD8+ alphabeta T 
cell responses. Proc Natl Acad Sci U S A, 106, 2307-12. 

Brenchley, J. M., N. J. Karandikar, M. R. Betts, D. R. Ambrozak, B. J. Hill, L. E. Crotty, J. P. Casazza, J. 
Kuruppu, S. A. Migueles, M. Connors, M. Roederer, D. C. Douek & R. A. Koup (2003) 
Expression of CD57 defines replicative senescence and antigen-induced apoptotic death of 
CD8+ T cells. Blood, 101, 2711-20. 

Brody, J., H. Kohrt, A. Marabelle & R. Levy (2011) Active and passive immunotherapy for lymphoma: 
proving principles and improving results. J Clin Oncol, 29, 1864-75. 

Brusa, D., S. Serra, M. Coscia, D. Rossi, G. D'Arena, L. Laurenti, O. Jaksic, G. Fedele, G. Inghirami, G. 
Gaidano, F. Malavasi & S. Deaglio (2013) The PD-1/PD-L1 axis contributes to T cell 
dysfunction in chronic lymphocytic leukemia. Haematologica. 

Buggins, A. G., P. E. Patten, J. Richards, N. S. Thomas, G. J. Mufti & S. Devereux (2008) Tumor-derived 
IL-6 may contribute to the immunological defect in CLL. Leukemia, 22, 1084-7. 



  REFERENCES  

202 

 

Buggins, A. G., C. Pepper, P. E. Patten, S. Hewamana, S. Gohil, J. Moorhead, N. Folarin, D. Yallop, N. S. 
Thomas, G. J. Mufti, C. Fegan & S. Devereux (2010) Interaction with vascular endothelium 
enhances survival in primary chronic lymphocytic leukemia cells via NF-kappaB activation 
and de novo gene transcription. Cancer Res, 70, 7523-33. 

Burger, J. A. (2011) Nurture versus nature: the microenvironment in chronic lymphocytic leukemia. 
Hematology Am Soc Hematol Educ Program, 2011, 96-103. 

Burger, J. A. & V. Gandhi (2009) The lymphatic tissue microenvironments in chronic lymphocytic 
leukemia: in vitro models and the significance of CD40-CD154 interactions. Blood, 114, 2560-
1; author reply 2561-2. 

Burger, J. A., P. Ghia, A. Rosenwald & F. Caligaris-Cappio (2009) The microenvironment in mature B-
cell malignancies: a target for new treatment strategies. Blood, 114, 3367-75. 

Burger, J. A., N. Tsukada, M. Burger, N. J. Zvaifler, M. Dell'Aquila & T. J. Kipps (2000) Blood-derived 
nurse-like cells protect chronic lymphocytic leukemia B cells from spontaneous apoptosis 
through stromal cell-derived factor-1. Blood, 96, 2655-63. 

BURNET, M. (1957) Cancer; a biological approach. I. The processes of control. Br Med J, 1, 779-86. 
Buschle, M., D. Campana, S. R. Carding, C. Richard, A. V. Hoffbrand & M. K. Brenner (1993) Interferon 

gamma inhibits apoptotic cell death in B cell chronic lymphocytic leukemia. J Exp Med, 177, 
213-8. 

Byrd, J. C., S. Stilgenbauer & I. W. Flinn (2004) Chronic lymphocytic leukemia. Hematology Am Soc 
Hematol Educ Program, 163-83. 

Böttcher, S., M. Ritgen & P. Dreger (2011) Allogeneic stem cell transplantation for chronic 
lymphocytic leukemia: lessons to be learned from minimal residual disease studies. Blood 
Rev, 25, 91-6. 

Campbell, J. J., K. E. Murphy, E. J. Kunkel, C. E. Brightling, D. Soler, Z. Shen, J. Boisvert, H. B. 
Greenberg, M. A. Vierra, S. B. Goodman, M. C. Genovese, A. J. Wardlaw, E. C. Butcher & L. 
Wu (2001) CCR7 expression and memory T cell diversity in humans. J Immunol, 166, 877-84. 

Cao, X., S. F. Cai, T. A. Fehniger, J. Song, L. I. Collins, D. R. Piwnica-Worms & T. J. Ley (2007) Granzyme 
B and perforin are important for regulatory T cell-mediated suppression of tumor clearance. 
Immunity, 27, 635-46. 

Casazza, J. P., M. R. Betts, D. A. Price, M. L. Precopio, L. E. Ruff, J. M. Brenchley, B. J. Hill, M. 
Roederer, D. C. Douek & R. A. Koup (2006) Acquisition of direct antiviral effector functions 
by CMV-specific CD4+ T lymphocytes with cellular maturation. J Exp Med, 203, 2865-77. 

Caserta, S., N. Nausch, A. Sawtell, R. Drummond, T. Barr, A. S. Macdonald, F. Mutapi & R. Zamoyska 
(2012) Chronic infection drives expression of the inhibitory receptor CD200R, and its ligand 
CD200, by mouse and human CD4 T cells. PLoS One, 7, e35466. 

Chames, P. & D. Baty (2009) Bispecific antibodies for cancer therapy: the light at the end of the 
tunnel? MAbs, 1, 539-47. 

Chang, C. S., J. H. Chang, N. C. Hsu, H. Y. Lin & C. Y. Chung (2007) Expression of CD80 and CD86 
costimulatory molecules are potential markers for better survival in nasopharyngeal 
carcinoma. BMC Cancer, 7, 88. 

Chen, Z., C. Benoist & D. Mathis (2005) How defects in central tolerance impinge on a deficiency in 
regulatory T cells. Proc Natl Acad Sci U S A, 102, 14735-40. 

Chong, L. K., R. J. Aicheler, S. Llewellyn-Lacey, P. Tomasec, P. Brennan & E. C. Wang (2008) 
Proliferation and interleukin 5 production by CD8hi CD57+ T cells. Eur J Immunol, 38, 995-
1000. 

Christian, B. A. & T. S. Lin (2008) Antibody therapy for chronic lymphocytic leukemia. Semin Hematol, 
45, 95-103. 

Coles, S. J., E. C. Wang, S. Man, R. K. Hills, A. K. Burnett, A. Tonks & R. L. Darley (2011) CD200 
expression suppresses natural killer cell function and directly inhibits patient anti-tumor 
response in acute myeloid leukemia. Leukemia, 25, 792-9. 



  REFERENCES  

203 

 

Collins, R. J., L. A. Verschuer, B. V. Harmon, R. L. Prentice, J. H. Pope & J. F. Kerr (1989) Spontaneous 
programmed death (apoptosis) of B-chronic lymphocytic leukaemia cells following their 
culture in vitro. Br J Haematol, 71, 343-50. 

Craig, F. E. & K. A. Foon (2008) Flow cytometric immunophenotyping for hematologic neoplasms. 
Blood, 111, 3941-67. 

Curotto de Lafaille, M. A. & J. J. Lafaille (2009) Natural and adaptive foxp3+ regulatory T cells: more 
of the same or a division of labor? Immunity, 30, 626-35. 

Curran, M. A., W. Montalvo, H. Yagita & J. P. Allison (2010) PD-1 and CTLA-4 combination blockade 
expands infiltrating T cells and reduces regulatory T and myeloid cells within B16 melanoma 
tumors. Proc Natl Acad Sci U S A, 107, 4275-80. 

d'Argouges, S., S. Wissing, C. Brandl, N. Prang, R. Lutterbuese, A. Kozhich, J. Suzich, M. Locher, P. 
Kiener, P. Kufer, R. Hofmeister, P. A. Baeuerle & R. C. Bargou (2009) Combination of 
rituximab with blinatumomab (MT103/MEDI-538), a T cell-engaging CD19-/CD3-bispecific 
antibody, for highly efficient lysis of human B lymphoma cells. Leuk Res, 33, 465-73. 

D'Souza, M., A. P. Fontenot, D. G. Mack, C. Lozupone, S. Dillon, A. Meditz, C. C. Wilson, E. Connick & 
B. E. Palmer (2007) Programmed death 1 expression on HIV-specific CD4+ T cells is driven by 
viral replication and associated with T cell dysfunction. J Immunol, 179, 1979-87. 

Dai, Z. S., Q. F. Chen, H. Z. Lu & Y. Xie (2009) Defective expression and modulation of B7-2/CD86 on B 
cells in B cell chronic lymphocytic leukemia. Int J Hematol, 89, 656-63. 

Damle, R. N., T. Wasil, F. Fais, F. Ghiotto, A. Valetto, S. L. Allen, A. Buchbinder, D. Budman, K. 
Dittmar, J. Kolitz, S. M. Lichtman, P. Schulman, V. P. Vinciguerra, K. R. Rai, M. Ferrarini & N. 
Chiorazzi (1999) Ig V gene mutation status and CD38 expression as novel prognostic 
indicators in chronic lymphocytic leukemia. Blood, 94, 1840-7. 

Darzentas, N., A. Hadzidimitriou, F. Murray, K. Hatzi, P. Josefsson, N. Laoutaris, C. Moreno, A. 
Anagnostopoulos, J. Jurlander, A. Tsaftaris, N. Chiorazzi, C. Belessi, P. Ghia, R. Rosenquist, F. 
Davi & K. Stamatopoulos (2010) A different ontogenesis for chronic lymphocytic leukemia 
cases carrying stereotyped antigen receptors: molecular and computational evidence. 
Leukemia, 24, 125-32. 

Day, C. L., D. E. Kaufmann, P. Kiepiela, J. A. Brown, E. S. Moodley, S. Reddy, E. W. Mackey, J. D. Miller, 
A. J. Leslie, C. DePierres, Z. Mncube, J. Duraiswamy, B. Zhu, Q. Eichbaum, M. Altfeld, E. J. 
Wherry, H. M. Coovadia, P. J. Goulder, P. Klenerman, R. Ahmed, G. J. Freeman & B. D. Walker 
(2006) PD-1 expression on HIV-specific T cells is associated with T-cell exhaustion and 
disease progression. Nature, 443, 350-4. 

Dazzi, F., E. D'Andrea, G. Biasi, G. De Silvestro, G. Gaidano, M. Schena, T. Tison, F. Vianello, A. 
Girolami & F. Caligaris-Cappio (1995) Failure of B cells of chronic lymphocytic leukemia in 
presenting soluble and alloantigens. Clin Immunol Immunopathol, 75, 26-32. 

Dearden, C. (2008) Disease-specific complications of chronic lymphocytic leukemia. Hematology Am 
Soc Hematol Educ Program, 450-6. 

di Celle, P. F., A. Carbone, D. Marchis, D. Zhou, S. Sozzani, S. Zupo, M. Pini, A. Mantovani & R. Foa 
(1994) Cytokine gene expression in B-cell chronic lymphocytic leukemia: evidence of 
constitutive interleukin-8 (IL-8) mRNA expression and secretion of biologically active IL-8 
protein. Blood, 84, 220-8. 

Di Gaetano, N., Y. Xiao, E. Erba, R. Bassan, A. Rambaldi, J. Golay & M. Introna (2001) Synergism 
between fludarabine and rituximab revealed in a follicular lymphoma cell line resistant to 
the cytotoxic activity of either drug alone. Br J Haematol, 114, 800-9. 

Di Giovanni, S., G. Valentini, P. Carducci & P. Giallonardo (1989) Beta-2-microglobulin is a reliable 
tumor marker in chronic lymphocytic leukemia. Acta Haematol, 81, 181-5. 

Diehl, L. F., L. H. Karnell & H. R. Menck (1999) The American College of Surgeons Commission on 
Cancer and the American Cancer Society. The National Cancer Data Base report on age, 



  REFERENCES  

204 

 

gender, treatment, and outcomes of patients with chronic lymphocytic leukemia. Cancer, 86, 
2684-92. 

Dighiero, G. (2005) CLL biology and prognosis. Hematology Am Soc Hematol Educ Program, 278-84. 
Dighiero, G., K. Maloum, B. Desablens, B. Cazin, M. Navarro, R. Leblay, M. Leporrier, J. Jaubert, G. 

Lepeu, B. Dreyfus, J. L. Binet & P. Travade (1998) Chlorambucil in indolent chronic 
lymphocytic leukemia. French Cooperative Group on Chronic Lymphocytic Leukemia. N Engl 
J Med, 338, 1506-14. 

Dong, H., S. E. Strome, E. L. Matteson, K. G. Moder, D. B. Flies, G. Zhu, H. Tamura, C. L. Driscoll & L. 
Chen (2003) Costimulating aberrant T cell responses by B7-H1 autoantibodies in rheumatoid 
arthritis. J Clin Invest, 111, 363-70. 

Dores, G. M., W. F. Anderson, R. E. Curtis, O. Landgren, E. Ostroumova, E. C. Bluhm, C. S. Rabkin, S. S. 
Devesa & M. S. Linet (2007) Chronic lymphocytic leukaemia and small lymphocytic 
lymphoma: overview of the descriptive epidemiology. Br J Haematol, 139, 809-19. 

Dorfman, D. M. & A. Shahsafaei (2010) CD200 (OX-2 membrane glycoprotein) expression in b cell-
derived neoplasms. Am J Clin Pathol, 134, 726-33. 

Dougan, M. & G. Dranoff (2009) Immune therapy for cancer. Annu Rev Immunol, 27, 83-117. 
Douin-Echinard, V., S. Bornes, P. Rochaix, A. F. Tilkin, J. M. Peron, J. Bonnet, G. Favre & B. Couderc 

(2000) The expression of CD70 and CD80 by gene-modified tumor cells induces an antitumor 
response depending on the MHC status. Cancer Gene Ther, 7, 1543-56. 

Dranoff, G. (2004) Cytokines in cancer pathogenesis and cancer therapy. Nat Rev Cancer, 4, 11-22. 
Dreger, P. (2009) Allotransplantation for chronic lymphocytic leukemia. Hematology Am Soc Hematol 

Educ Program, 602-9. 
Dreger, P. & E. Montserrat (2002) Autologous and allogeneic stem cell transplantation for chronic 

lymphocytic leukemia. Leukemia, 16, 985-92. 
Dudley, M. E., J. C. Yang, R. Sherry, M. S. Hughes, R. Royal, U. Kammula, P. F. Robbins, J. Huang, D. E. 

Citrin, S. F. Leitman, J. Wunderlich, N. P. Restifo, A. Thomasian, S. G. Downey, F. O. Smith, J. 
Klapper, K. Morton, C. Laurencot, D. E. White & S. A. Rosenberg (2008) Adoptive cell therapy 
for patients with metastatic melanoma: evaluation of intensive myeloablative 
chemoradiation preparative regimens. J Clin Oncol, 26, 5233-9. 

Dunbar, P. R., J. L. Chen, D. Chao, N. Rust, H. Teisserenc, G. S. Ogg, P. Romero, P. Weynants & V. 
Cerundolo (1999) Cutting edge: rapid cloning of tumor-specific CTL suitable for adoptive 
immunotherapy of melanoma. J Immunol, 162, 6959-62. 

Dunn, G. P., A. T. Bruce, H. Ikeda, L. J. Old & R. D. Schreiber (2002) Cancer immunoediting: from 
immunosurveillance to tumor escape. Nat Immunol, 3, 991-8. 

Dunn, G. P., L. J. Old & R. D. Schreiber (2004) The three Es of cancer immunoediting. Annu Rev 
Immunol, 22, 329-60. 

Döhner, H., S. Stilgenbauer, A. Benner, E. Leupolt, A. Kröber, L. Bullinger, K. Döhner, M. Bentz & P. 
Lichter (2000) Genomic aberrations and survival in chronic lymphocytic leukemia. N Engl J 
Med, 343, 1910-6. 

Dürig, J., H. Nückel, M. Cremer, A. Führer, K. Halfmeyer, J. Fandrey, T. Möröy, L. Klein-Hitpass & U. 
Dührsen (2003) ZAP-70 expression is a prognostic factor in chronic lymphocytic leukemia. 
Leukemia, 17, 2426-34. 

El Desoukey, N. A., R. A. Afify, D. G. Amin & R. F. Mohammed (2012) CD200 expression in B-cell 
chronic lymphoproliferative disorders. J Investig Med, 60, 56-61. 

Esteve, J., N. Villamor, D. Colomer & E. Montserrat (2002) Different clinical value of minimal residual 
disease after autologous and allogenic stem cell transplantation for chronic lymphocytic 
leukemia. Blood, 99, 1873-4. 

Fais, F., F. Ghiotto, S. Hashimoto, B. Sellars, A. Valetto, S. L. Allen, P. Schulman, V. P. Vinciguerra, K. 
Rai, L. Z. Rassenti, T. J. Kipps, G. Dighiero, H. W. Schroeder, M. Ferrarini & N. Chiorazzi (1998) 



  REFERENCES  

205 

 

Chronic lymphocytic leukemia B cells express restricted sets of mutated and unmutated 
antigen receptors. J Clin Invest, 102, 1515-25. 

Fecteau, J. F. & T. J. Kipps (2012) Structure and function of the hematopoietic cancer niche: focus on 
chronic lymphocytic leukemia. Front Biosci (Schol Ed), 4, 61-73. 

Fife, B. T., K. E. Pauken, T. N. Eagar, T. Obu, J. Wu, Q. Tang, M. Azuma, M. F. Krummel & J. A. 
Bluestone (2009) Interactions between PD-1 and PD-L1 promote tolerance by blocking the 
TCR-induced stop signal. Nat Immunol, 10, 1185-92. 

Findley, H. W., L. Gu, A. M. Yeager & M. Zhou (1997) Expression and regulation of Bcl-2, Bcl-xl, and 
Bax correlate with p53 status and sensitivity to apoptosis in childhood acute lymphoblastic 
leukemia. Blood, 89, 2986-93. 

Flanagan, K., D. Moroziewicz, H. Kwak, H. Hörig & H. L. Kaufman (2004) The lymphoid chemokine 
CCL21 costimulates naive T cell expansion and Th1 polarization of non-regulatory CD4+ T 
cells. Cell Immunol, 231, 75-84. 

Focosi, D., M. Bestagno, O. Burrone & M. Petrini (2010) CD57+ T lymphocytes and functional 
immune deficiency. J Leukoc Biol, 87, 107-16. 

Foster, A. E., M. K. Brenner & G. Dotti (2008) Adoptive T-cell immunotherapy of chronic lymphocytic 
leukaemia. Best Pract Res Clin Haematol, 21, 375-89. 

Fourcade, J., Z. Sun, M. Benallaoua, P. Guillaume, I. F. Luescher, C. Sander, J. M. Kirkwood, V. 
Kuchroo & H. M. Zarour (2010) Upregulation of Tim-3 and PD-1 expression is associated with 
tumor antigen-specific CD8+ T cell dysfunction in melanoma patients. J Exp Med, 207, 2175-
86. 

Fraser, G., C. A. Smith, K. Imrie, R. Meyer & H. D. S. G. C. C. O. s. P. i. E.-B. Care (2007) Alemtuzumab 
in chronic lymphocytic leukemia. Curr Oncol, 14, 96-109. 

Freedman, R. S., M. Deavers, J. Liu & E. Wang (2004) Peritoneal inflammation - A microenvironment 
for Epithelial Ovarian Cancer (EOC). J Transl Med, 2, 23. 

Freeman, G. J., E. J. Wherry, R. Ahmed & A. H. Sharpe (2006) Reinvigorating exhausted HIV-specific T 
cells via PD-1-PD-1 ligand blockade. J Exp Med, 203, 2223-7. 

Frigola, X., B. A. Inman, C. M. Lohse, C. J. Krco, J. C. Cheville, R. H. Thompson, B. Leibovich, M. L. 
Blute, H. Dong & E. D. Kwon (2011) Identification of a soluble form of B7-H1 that retains 
immunosuppressive activity and is associated with aggressive renal cell carcinoma. Clin 
Cancer Res, 17, 1915-23. 

Fujiwara, Y., K. Higuchi, M. Hamaguchi, T. Takashima, T. Watanabe, K. Tominaga, N. Oshitani, T. 
Matsumoto & T. Arakawa (2004) Increased expression of transforming growth factor-alpha 
and epidermal growth factor receptors in rat chronic reflux esophagitis. J Gastroenterol 
Hepatol, 19, 521-7. 

Furman, R. R. (2010) Prognostic markers and stratification of chronic lymphocytic leukemia. 
Hematology Am Soc Hematol Educ Program, 2010, 77-81. 

Fyfe, G., R. I. Fisher, S. A. Rosenberg, M. Sznol, D. R. Parkinson & A. C. Louie (1995) Results of 
treatment of 255 patients with metastatic renal cell carcinoma who received high-dose 
recombinant interleukin-2 therapy. J Clin Oncol, 13, 688-96. 

Gabrilovich, D. I., H. L. Chen, K. R. Girgis, H. T. Cunningham, G. M. Meny, S. Nadaf, D. Kavanaugh & D. 
P. Carbone (1996) Production of vascular endothelial growth factor by human tumors 
inhibits the functional maturation of dendritic cells. Nat Med, 2, 1096-103. 

Gao, Q., X. Y. Wang, S. J. Qiu, I. Yamato, M. Sho, Y. Nakajima, J. Zhou, B. Z. Li, Y. H. Shi, Y. S. Xiao, Y. 
Xu & J. Fan (2009) Overexpression of PD-L1 significantly associates with tumor 
aggressiveness and postoperative recurrence in human hepatocellular carcinoma. Clin 
Cancer Res, 15, 971-9. 

Giannopoulos, K., M. Schmitt, M. Kowal, P. Wlasiuk, A. Bojarska-Junak, J. Chen, J. Rolinski & A. 
Dmoszynska (2008) Characterization of regulatory T cells in patients with B-cell chronic 
lymphocytic leukemia. Oncol Rep, 20, 677-82. 



  REFERENCES  

206 

 

Gitelson, E., C. Hammond, J. Mena, M. Lorenzo, R. Buckstein, N. L. Berinstein, K. Imrie & D. E. Spaner 
(2003) Chronic lymphocytic leukemia-reactive T cells during disease progression and after 
autologous tumor cell vaccines. Clin Cancer Res, 9, 1656-65. 

Goddard, R. V., A. G. Prentice, J. A. Copplestone & E. R. Kaminski (2001) Generation in vitro of B-cell 
chronic lymphocytic leukaemia-proliferative and specific HLA class-II-restricted cytotoxic T-
cell responses using autologous dendritic cells pulsed with tumour cell lysate. Clin Exp 
Immunol, 126, 16-28. 

Godfrey, D. I., K. J. Hammond, L. D. Poulton, M. J. Smyth & A. G. Baxter (2000) NKT cells: facts, 
functions and fallacies. Immunol Today, 21, 573-83. 

Gonzalez-Rodriguez, A. P., J. Contesti, L. Huergo-Zapico, A. Lopez-Soto, A. Fernández-Guizán, A. 
Acebes-Huerta, A. J. Gonzalez-Huerta, E. Gonzalez, C. Fernandez-Alvarez & S. Gonzalez 
(2010) Prognostic significance of CD8 and CD4 T cells in chronic lymphocytic leukemia. Leuk 
Lymphoma, 51, 1829-36. 

Good-Jacobson, K. L., C. G. Szumilas, L. Chen, A. H. Sharpe, M. M. Tomayko & M. J. Shlomchik (2010) 
PD-1 regulates germinal center B cell survival and the formation and affinity of long-lived 
plasma cells. Nat Immunol, 11, 535-42. 

Gorczynski, R. M., M. S. Cattral, Z. Chen, J. Hu, J. Lei, W. P. Min, G. Yu & J. Ni (1999) An 
immunoadhesin incorporating the molecule OX-2 is a potent immunosuppressant that 
prolongs allo- and xenograft survival. J Immunol, 163, 1654-60. 

Gough, M. J., A. A. Melcher, A. Ahmed, M. R. Crittenden, D. S. Riddle, E. Linardakis, A. N. Ruchatz, L. 
M. Emiliusen & R. G. Vile (2001) Macrophages orchestrate the immune response to tumor 
cell death. Cancer Res, 61, 7240-7. 

Gribben, J. G. (2009) Stem cell transplantation in chronic lymphocytic leukemia. Biol Blood Marrow 
Transplant, 15, 53-8. 

--- (2010) How I treat CLL up front. Blood, 115, 187-97. 
Griffith, T. S., W. A. Chin, G. C. Jackson, D. H. Lynch & M. Z. Kubin (1998) Intracellular regulation of 

TRAIL-induced apoptosis in human melanoma cells. J Immunol, 161, 2833-40. 
Grosso, J. F., M. V. Goldberg, D. Getnet, T. C. Bruno, H. R. Yen, K. J. Pyle, E. Hipkiss, D. A. Vignali, D. 

M. Pardoll & C. G. Drake (2009) Functionally distinct LAG-3 and PD-1 subsets on activated 
and chronically stimulated CD8 T cells. J Immunol, 182, 6659-69. 

Groves, F. D., M. S. Linet & S. S. Devesa (1995) Patterns of occurrence of the leukaemias. Eur J 
Cancer, 31A, 941-9. 

Grzywnowicz, M., J. Zaleska, D. Mertens, W. Tomczak, P. Wlasiuk, K. Kosior, A. Piechnik, A. Bojarska-
Junak, A. Dmoszynska & K. Giannopoulos (2012) Programmed death-1 and its ligand are 
novel immunotolerant molecules expressed on leukemic B cells in chronic lymphocytic 
leukemia. PLoS One, 7, e35178. 

Guermonprez, P., J. Valladeau, L. Zitvogel, C. Théry & S. Amigorena (2002) Antigen presentation and 
T cell stimulation by dendritic cells. Annu Rev Immunol, 20, 621-67. 

Guven, H., M. Gilljam, B. J. Chambers, H. G. Ljunggren, B. Christensson, E. Kimby & M. S. Dilber 
(2003) Expansion of natural killer (NK) and natural killer-like T (NKT)-cell populations derived 
from patients with B-chronic lymphocytic leukemia (B-CLL): a potential source for cellular 
immunotherapy. Leukemia, 17, 1973-80. 

Hainsworth, J. D., S. Litchy, J. H. Barton, G. A. Houston, R. C. Hermann, J. E. Bradof, F. A. Greco & M. 
P. C. R. Network (2003) Single-agent rituximab as first-line and maintenance treatment for 
patients with chronic lymphocytic leukemia or small lymphocytic lymphoma: a phase II trial 
of the Minnie Pearl Cancer Research Network. J Clin Oncol, 21, 1746-51. 

Hallek, M. & G. C. S. Group (2005) Chronic lymphocytic leukemia (CLL): first-line treatment. 
Hematology Am Soc Hematol Educ Program, 285-91. 

 



  REFERENCES  

207 

 

Hamblin, T. J., Z. Davis, A. Gardiner, D. G. Oscier & F. K. Stevenson (1999) Unmutated Ig V(H) genes 
are associated with a more aggressive form of chronic lymphocytic leukemia. Blood, 94, 
1848-54. 

Hami, L. S., C. Green, N. Leshinsky, E. Markham, K. Miller & S. Craig (2004) GMP production and 
testing of Xcellerated T Cells for the treatment of patients with CLL. Cytotherapy, 6, 554-62. 

Hamilton, E., L. Pearce, L. Morgan, S. Robinson, V. Ware, P. Brennan, N. S. Thomas, D. Yallop, S. 
Devereux, C. Fegan, A. G. Buggins & C. Pepper (2012) Mimicking the tumour 
microenvironment: three different co-culture systems induce a similar phenotype but 
distinct proliferative signals in primary chronic lymphocytic leukaemia cells. Br J Haematol, 
158, 589-99. 

Held, G., J. Schubert & M. Pfreundschuh (2008) [Treatment of hematological malignancies with 
monoclonal antibodies]. Internist (Berl), 49, 929-30, 932-4, 936-7. 

Henkart, P. A. (1994) Lymphocyte-mediated cytotoxicity: two pathways and multiple effector 
molecules. Immunity, 1, 343-6. 

Herbst, S., U. E. Schaible & B. E. Schneider (2011) Interferon gamma activated macrophages kill 
mycobacteria by nitric oxide induced apoptosis. PLoS One, 6, e19105. 

Herishanu, Y. & A. Polliack (2005) Chronic lymphocytic leukemia: a review of some new aspects of 
the biology, factors influencing prognosis and therapeutic options. Transfus Apher Sci, 32, 
85-97. 

Hernberg, M., J. P. Turunen, T. Muhonen & S. Pyrhönen (1997) Tumor-infiltrating lymphocytes in 
patients with metastatic melanoma receiving chemoimmunotherapy. J Immunother, 20, 
488-95. 

Hicklin, D. J., F. M. Marincola & S. Ferrone (1999) HLA class I antigen downregulation in human 
cancers: T-cell immunotherapy revives an old story. Mol Med Today, 5, 178-86. 

Hino, R., K. Kabashima, Y. Kato, H. Yagi, M. Nakamura, T. Honjo, T. Okazaki & Y. Tokura (2010) Tumor 
cell expression of programmed cell death-1 ligand 1 is a prognostic factor for malignant 
melanoma. Cancer, 116, 1757-66. 

Hodi, F. S., S. J. O'Day, D. F. McDermott, R. W. Weber, J. A. Sosman, J. B. Haanen, R. Gonzalez, C. 
Robert, D. Schadendorf, J. C. Hassel, W. Akerley, A. J. van den Eertwegh, J. Lutzky, P. Lorigan, 
J. M. Vaubel, G. P. Linette, D. Hogg, C. H. Ottensmeier, C. Lebbé, C. Peschel, I. Quirt, J. I. 
Clark, J. D. Wolchok, J. S. Weber, J. Tian, M. J. Yellin, G. M. Nichol, A. Hoos & W. J. Urba 
(2010) Improved survival with ipilimumab in patients with metastatic melanoma. N Engl J 
Med, 363, 711-23. 

Hoek, R. M., S. R. Ruuls, C. A. Murphy, G. J. Wright, R. Goddard, S. M. Zurawski, B. Blom, M. E. 
Homola, W. J. Streit, M. H. Brown, A. N. Barclay & J. D. Sedgwick (2000) Down-regulation of 
the macrophage lineage through interaction with OX2 (CD200). Science, 290, 1768-71. 

Hokey, D. A., F. B. Johnson, J. Smith, J. L. Weber, J. Yan, L. Hirao, J. D. Boyer, M. G. Lewis, G. 
Makedonas, M. R. Betts & D. B. Weiner (2008) Activation drives PD-1 expression during 
vaccine-specific proliferation and following lentiviral infection in macaques. Eur J Immunol, 
38, 1435-45. 

Hori, S., T. Nomura & S. Sakaguchi (2003) Control of regulatory T cell development by the 
transcription factor Foxp3. Science, 299, 1057-61. 

Houlston, R. S., D. Catovsky & M. R. Yuille (2002) Genetic susceptibility to chronic lymphocytic 
leukemia. Leukemia, 16, 1008-14. 

Hung, K., R. Hayashi, A. Lafond-Walker, C. Lowenstein, D. Pardoll & H. Levitsky (1998) The central 
role of CD4(+) T cells in the antitumor immune response. J Exp Med, 188, 2357-68. 

Hus, I., J. Roliński, J. Tabarkiewicz, K. Wojas, A. Bojarska-Junak, J. Greiner, K. Giannopoulos, A. 
Dmoszyńska & M. Schmitt (2005) Allogeneic dendritic cells pulsed with tumor lysates or 
apoptotic bodies as immunotherapy for patients with early-stage B-cell chronic lymphocytic 
leukemia. Leukemia, 19, 1621-7. 



  REFERENCES  

208 

 

Igney, F. H. & P. H. Krammer (2002) Immune escape of tumors: apoptosis resistance and tumor 
counterattack. J Leukoc Biol, 71, 907-20. 

Ishida, T., T. Ishii, A. Inagaki, H. Yano, H. Komatsu, S. Iida, H. Inagaki & R. Ueda (2006) Specific 
recruitment of CC chemokine receptor 4-positive regulatory T cells in Hodgkin lymphoma 
fosters immune privilege. Cancer Res, 66, 5716-22. 

Itoh, K., A. Yamada, T. Mine & M. Noguchi (2009) Recent advances in cancer vaccines: an overview. 
Jpn J Clin Oncol, 39, 73-80. 

Janeway, C. A. (1989) The priming of helper T cells. Semin Immunol, 1, 13-20. 
Janeway, C. A. & R. Medzhitov (2002) Innate immune recognition. Annu Rev Immunol, 20, 197-216. 
Jena, B., G. Dotti & L. J. Cooper (2010) Redirecting T-cell specificity by introducing a tumor-specific 

chimeric antigen receptor. Blood, 116, 1035-44. 
Jewell, A. P. & K. L. Yong (1997) Regulation and function of adhesion molecules in B-cell chronic 

lymphocytic leukaemia. Acta Haematol, 97, 67-72. 
Joetham, A., K. Takeda, K. Takada, C. Taube, N. Miyahara, S. Matsubara, T. Koya, Y. H. Rha, A. 

Dakhama & E. W. Gelfand (2007) Naturally occurring lung CD4(+)CD25(+) T cell regulation of 
airway allergic responses depends on IL-10 induction of TGF-beta. J Immunol, 178, 1433-42. 

Johnson, S. A. & W. Thomas (2000) Therapeutic potential of purine analogue combinations in the 
treatment of lymphoid malignancies. Hematol Oncol, 18, 141-153. 

Johnstone, R. W., A. J. Frew & M. J. Smyth (2008) The TRAIL apoptotic pathway in cancer onset, 
progression and therapy. Nat Rev Cancer, 8, 782-98. 

Jonuleit, H. & E. Schmitt (2003) The regulatory T cell family: distinct subsets and their interrelations. 
J Immunol, 171, 6323-7. 

Joshi, N. S. & S. M. Kaech (2008) Effector CD8 T cell development: a balancing act between memory 
cell potential and terminal differentiation. J Immunol, 180, 1309-15. 

June, C. H. (2007) Principles of adoptive T cell cancer therapy. J Clin Invest, 117, 1204-12. 
Jutel, M., S. Klunker, M. Akdis, J. Małolepszy, O. A. Thomet, T. Zak-Nejmark, K. Blaser & C. A. Akdis 

(2001) Histamine upregulates Th1 and downregulates Th2 responses due to different 
patterns of surface histamine 1 and 2 receptor expression. Int Arch Allergy Immunol, 124, 
190-2. 

Kaech, S. M., J. T. Tan, E. J. Wherry, B. T. Konieczny, C. D. Surh & R. Ahmed (2003) Selective 
expression of the interleukin 7 receptor identifies effector CD8 T cells that give rise to long-
lived memory cells. Nat Immunol, 4, 1191-8. 

Kaech, S. M., E. J. Wherry & R. Ahmed (2002) Effector and memory T-cell differentiation: implications 
for vaccine development. Nat Rev Immunol, 2, 251-62. 

Kalia, V., S. Sarkar, T. S. Gourley, B. T. Rouse & R. Ahmed (2006) Differentiation of memory B and T 
cells. Curr Opin Immunol, 18, 255-64. 

Kantoff, P. W., C. S. Higano, N. D. Shore, E. R. Berger, E. J. Small, D. F. Penson, C. H. Redfern, A. C. 
Ferrari, R. Dreicer, R. B. Sims, Y. Xu, M. W. Frohlich, P. F. Schellhammer & I. S. Investigators 
(2010) Sipuleucel-T immunotherapy for castration-resistant prostate cancer. N Engl J Med, 
363, 411-22. 

Kaplan, D. H., V. Shankaran, A. S. Dighe, E. Stockert, M. Aguet, L. J. Old & R. D. Schreiber (1998) 
Demonstration of an interferon gamma-dependent tumor surveillance system in 
immunocompetent mice. Proc Natl Acad Sci U S A, 95, 7556-61. 

Karanikas, V., S. Khalil, T. Kerenidi, K. I. Gourgoulianis & A. E. Germenis (2009) Anti-survivin antibody 
responses in lung cancer. Cancer Lett, 282, 159-66. 

Kaspar, A. A., S. Okada, J. Kumar, F. R. Poulain, K. A. Drouvalakis, A. Kelekar, D. A. Hanson, R. M. 
Kluck, Y. Hitoshi, D. E. Johnson, C. J. Froelich, C. B. Thompson, D. D. Newmeyer, A. Anel, C. 
Clayberger & A. M. Krensky (2001) A distinct pathway of cell-mediated apoptosis initiated by 
granulysin. J Immunol, 167, 350-6. 



  REFERENCES  

209 

 

Kater, A. P., M. H. van Oers & T. J. Kipps (2007) Cellular immune therapy for chronic lymphocytic 
leukemia. Blood, 110, 2811-8. 

Keating, M. J., I. Flinn, V. Jain, J. L. Binet, P. Hillmen, J. Byrd, M. Albitar, L. Brettman, P. Santabarbara, 
B. Wacker & K. R. Rai (2002) Therapeutic role of alemtuzumab (Campath-1H) in patients who 
have failed fludarabine: results of a large international study. Blood, 99, 3554-61. 

Keir, M. E., M. J. Butte, G. J. Freeman & A. H. Sharpe (2008) PD-1 and its ligands in tolerance and 
immunity. Annu Rev Immunol, 26, 677-704. 

Kiewe, P., S. Hasmüller, S. Kahlert, M. Heinrigs, B. Rack, A. Marmé, A. Korfel, M. Jäger, H. Lindhofer, 
H. Sommer, E. Thiel & M. Untch (2006) Phase I trial of the trifunctional anti-HER2 x anti-CD3 
antibody ertumaxomab in metastatic breast cancer. Clin Cancer Res, 12, 3085-91. 

Kilinc, M. O., R. B. Rowswell-Turner, T. Gu, L. P. Virtuoso & N. K. Egilmez (2009) Activated CD8+ T-
effector/memory cells eliminate CD4+ CD25+ Foxp3+ T-suppressor cells from tumors via FasL 
mediated apoptosis. J Immunol, 183, 7656-60. 

Kitada, S., J. M. Zapata, M. Andreeff & J. C. Reed (1999) Bryostatin and CD40-ligand enhance 
apoptosis resistance and induce expression of cell survival genes in B-cell chronic 
lymphocytic leukaemia. Br J Haematol, 106, 995-1004. 

Klein, U., Y. Tu, G. A. Stolovitzky, M. Mattioli, G. Cattoretti, H. Husson, A. Freedman, G. Inghirami, L. 
Cro, L. Baldini, A. Neri, A. Califano & R. Dalla-Favera (2001) Gene expression profiling of B cell 
chronic lymphocytic leukemia reveals a homogeneous phenotype related to memory B cells. 
J Exp Med, 194, 1625-38. 

Klinman, D. M. (2004) Immunotherapeutic uses of CpG oligodeoxynucleotides. Nat Rev Immunol, 4, 
249-58. 

Kohn, D. B., G. Dotti, R. Brentjens, B. Savoldo, M. Jensen, L. J. Cooper, C. H. June, S. Rosenberg, M. 
Sadelain & H. E. Heslop (2011) CARs on track in the clinic. Mol Ther, 19, 432-8. 

Kostareli, E., A. Hadzidimitriou, N. Stavroyianni, N. Darzentas, A. Athanasiadou, M. Gounari, V. Bikos, 
A. Agathagelidis, T. Touloumenidou, I. Zorbas, A. Kouvatsi, N. Laoutaris, A. Fassas, A. 
Anagnostopoulos, C. Belessi & K. Stamatopoulos (2009) Molecular evidence for EBV and 
CMV persistence in a subset of patients with chronic lymphocytic leukemia expressing 
stereotyped IGHV4-34 B-cell receptors. Leukemia, 23, 919-24. 

Kretz-Rommel, A., F. Qin, N. Dakappagari, R. Cofiell, S. J. Faas & K. S. Bowdish (2008) Blockade of 
CD200 in the presence or absence of antibody effector function: implications for anti-CD200 
therapy. J Immunol, 180, 699-705. 

Kröber, A., T. Seiler, A. Benner, L. Bullinger, E. Brückle, P. Lichter, H. Döhner & S. Stilgenbauer (2002) 
V(H) mutation status, CD38 expression level, genomic aberrations, and survival in chronic 
lymphocytic leukemia. Blood, 100, 1410-6. 

Kuipers, H., F. Muskens, M. Willart, D. Hijdra, F. B. van Assema, A. J. Coyle, H. C. Hoogsteden & B. N. 
Lambrecht (2006) Contribution of the PD-1 ligands/PD-1 signaling pathway to dendritic cell-
mediated CD4+ T cell activation. Eur J Immunol, 36, 2472-82. 

Kunzmann, V. & M. Wilhelm (2005) Anti-lymphoma effect of gammadelta T cells. Leuk Lymphoma, 
46, 671-80. 

Kägi, D., B. Ledermann, K. Bürki, P. Seiler, B. Odermatt, K. J. Olsen, E. R. Podack, R. M. Zinkernagel & 
H. Hengartner (1994) Cytotoxicity mediated by T cells and natural killer cells is greatly 
impaired in perforin-deficient mice. Nature, 369, 31-7. 

Lakshmikanth, T., S. Burke, T. H. Ali, S. Kimpfler, F. Ursini, L. Ruggeri, M. Capanni, V. Umansky, A. 
Paschen, A. Sucker, D. Pende, V. Groh, R. Biassoni, P. Höglund, M. Kato, K. Shibuya, D. 
Schadendorf, A. Anichini, S. Ferrone, A. Velardi, K. Kärre, A. Shibuya, E. Carbone & F. Colucci 
(2009) NCRs and DNAM-1 mediate NK cell recognition and lysis of human and mouse 
melanoma cell lines in vitro and in vivo. J Clin Invest, 119, 1251-63. 

Lamers, C. H., R. Willemsen, P. van Elzakker, S. van Steenbergen-Langeveld, M. Broertjes, J. 
Oosterwijk-Wakka, E. Oosterwijk, S. Sleijfer, R. Debets & J. W. Gratama (2011) Immune 



  REFERENCES  

210 

 

responses to transgene and retroviral vector in patients treated with ex vivo-engineered T 
cells. Blood, 117, 72-82. 

Lanasa, M. C. (2010) Novel insights into the biology of CLL. Hematology Am Soc Hematol Educ 
Program, 2010, 70-6. 

Lavin, M. F. & Y. Shiloh (1997) The genetic defect in ataxia-telangiectasia. Annu Rev Immunol, 15, 
177-202. 

Le, X. F., F. Pruefer & R. C. Bast (2005) HER2-targeting antibodies modulate the cyclin-dependent 
kinase inhibitor p27Kip1 via multiple signaling pathways. Cell Cycle, 4, 87-95. 

LeBien, T. W. & T. F. Tedder (2008) B lymphocytes: how they develop and function. Blood, 112, 1570-
80. 

Lee, P. P., C. Yee, P. A. Savage, L. Fong, D. Brockstedt, J. S. Weber, D. Johnson, S. Swetter, J. 
Thompson, P. D. Greenberg, M. Roederer & M. M. Davis (1999) Characterization of 
circulating T cells specific for tumor-associated antigens in melanoma patients. Nat Med, 5, 
677-85. 

Linehan, D. C. & P. S. Goedegebuure (2005) CD25+ CD4+ regulatory T-cells in cancer. Immunol Res, 
32, 155-68. 

Liu, M., J. L. Duke, D. J. Richter, C. G. Vinuesa, C. C. Goodnow, S. H. Kleinstein & D. G. Schatz (2008) 
Two levels of protection for the B cell genome during somatic hypermutation. Nature, 451, 
841-5. 

Liu, X., R. C. Newton, S. M. Friedman & P. A. Scherle (2009) Indoleamine 2,3-dioxygenase, an 
emerging target for anti-cancer therapy. Curr Cancer Drug Targets, 9, 938-52. 

Mackus, W. J., F. N. Frakking, A. Grummels, L. E. Gamadia, G. J. De Bree, D. Hamann, R. A. Van Lier & 
M. H. Van Oers (2003) Expansion of CMV-specific CD8+CD45RA+CD27- T cells in B-cell 
chronic lymphocytic leukemia. Blood, 102, 1057-63. 

Mainou-Fowler, T. & A. G. Prentice (1996) Modulation of apoptosis with cytokines in B-cell chronic 
lymphocytic leukaemia. Leuk Lymphoma, 21, 369-77. 

Man, S., R. I. Lechler, J. R. Batchelor & C. E. Sharrock (1990) Individual variation in the frequency of 
HLA class II-specific cytotoxic T lymphocyte precursors. Eur J Immunol, 20, 847-54. 

Mangsbo, S. M., L. C. Sandin, K. Anger, A. J. Korman, A. Loskog & T. H. Tötterman (2010) Enhanced 
tumor eradication by combining CTLA-4 or PD-1 blockade with CpG therapy. J Immunother, 
33, 225-35. 

Marincola, F. M., L. Rivoltini, M. L. Salgaller, M. Player & S. A. Rosenberg (1996) Differential anti-
MART-1/MelanA CTL activity in peripheral blood of HLA-A2 melanoma patients in 
comparison to healthy donors: evidence of in vivo priming by tumor cells. J Immunother 
Emphasis Tumor Immunol, 19, 266-77. 

Markowska, J., J. K. Lacki, J. Jaroszewski & K. Wiktorowicz (1995) The usefulness of CD4/CD8 ratio 
evaluation in monitoring of ovarian cancer patients. Eur J Gynaecol Oncol, 16, 54-8. 

Martin, D. & J. S. Gutkind (2008) Human tumor-associated viruses and new insights into the 
molecular mechanisms of cancer. Oncogene, 27 Suppl 2, S31-42. 

Mauerer, K., D. Zahrieh, G. Gorgun, A. Li, J. Zhou, S. Ansén, L. Z. Rassenti & J. G. Gribben (2005) 
Immunoglobulin gene segment usage, location and immunogenicity in mutated and 
unmutated chronic lymphocytic leukaemia. Br J Haematol, 129, 499-510. 

Mauro, F. R., R. Foa, D. Giannarelli, I. Cordone, S. Crescenzi, E. Pescarmona, R. Sala, R. Cerretti & F. 
Mandelli (1999) Clinical characteristics and outcome of young chronic lymphocytic leukemia 
patients: a single institution study of 204 cases. Blood, 94, 448-54. 

Mayr, C., D. Bund, M. Schlee, M. Bamberger, D. M. Kofler, M. Hallek & C. M. Wendtner (2006) 
MDM2 is recognized as a tumor-associated antigen in chronic lymphocytic leukemia by CD8+ 
autologous T lymphocytes. Exp Hematol, 34, 44-53. 

Mayr, C., D. Bund, M. Schlee, A. Moosmann, D. M. Kofler, M. Hallek & C. M. Wendtner (2005) 
Fibromodulin as a novel tumor-associated antigen (TAA) in chronic lymphocytic leukemia 



  REFERENCES  

211 

 

(CLL), which allows expansion of specific CD8+ autologous T lymphocytes. Blood, 105, 1566-
73. 

McWhirter, J. R., A. Kretz-Rommel, A. Saven, T. Maruyama, K. N. Potter, C. I. Mockridge, E. P. Ravey, 
F. Qin & K. S. Bowdish (2006) Antibodies selected from combinatorial libraries block a tumor 
antigen that plays a key role in immunomodulation. Proc Natl Acad Sci U S A, 103, 1041-6. 

Medzhitov, R. & C. A. Janeway (1997) Innate immunity: the virtues of a nonclonal system of 
recognition. Cell, 91, 295-8. 

Merino, J., M. A. Martínez-González, M. Rubio, S. Inogés, A. Sánchez-Ibarrola & M. L. Subirá (1998) 
Progressive decrease of CD8high+ CD28+ CD57- cells with ageing. Clin Exp Immunol, 112, 48-
51. 

Messmer, B. T., D. Messmer, S. L. Allen, J. E. Kolitz, P. Kudalkar, D. Cesar, E. J. Murphy, P. Koduru, M. 
Ferrarini, S. Zupo, G. Cutrona, R. N. Damle, T. Wasil, K. R. Rai, M. K. Hellerstein & N. Chiorazzi 
(2005) In vivo measurements document the dynamic cellular kinetics of chronic lymphocytic 
leukemia B cells. J Clin Invest, 115, 755-64. 

Miles, D. J., L. Gadama, A. Gumbi, F. Nyalo, B. Makanani & R. S. Heyderman (2010) Human 
immunodeficiency virus (HIV) infection during pregnancy induces CD4 T-cell differentiation 
and modulates responses to Bacille Calmette-Guérin (BCG) vaccine in HIV-uninfected infants. 
Immunology, 129, 446-54. 

Molica, S. (2011) Progress in the treatment of chronic lymphocytic leukemia: results of the German 
CLL8 trial. Expert Rev Anticancer Ther, 11, 1333-40. 

Montillo, M., F. Ricci, S. Miqueleiz, A. Tedeschi & E. Morra (2008) Alemtuzumab in the treatment of 
fludarabine refractory B-cell chronic lymphocytic leukemia (CLL). Biologics, 2, 41-52. 

Moreaux, J., D. Hose, T. Reme, E. Jourdan, M. Hundemer, E. Legouffe, P. Moine, P. Bourin, M. Moos, 
J. Corre, T. Möhler, J. De Vos, J. F. Rossi, H. Goldschmidt & B. Klein (2006) CD200 is a new 
prognostic factor in multiple myeloma. Blood, 108, 4194-7. 

Morgan, R. A., M. E. Dudley, J. R. Wunderlich, M. S. Hughes, J. C. Yang, R. M. Sherry, R. E. Royal, S. L. 
Topalian, U. S. Kammula, N. P. Restifo, Z. Zheng, A. Nahvi, C. R. de Vries, L. J. Rogers-Freezer, 
S. A. Mavroukakis & S. A. Rosenberg (2006) Cancer regression in patients after transfer of 
genetically engineered lymphocytes. Science, 314, 126-9. 

Morrison, V. A. (2007) Management of infectious complications in patients with chronic lymphocytic 
leukemia. Hematology Am Soc Hematol Educ Program, 332-8. 

Mosmann, T. R., H. Cherwinski, M. W. Bond, M. A. Giedlin & R. L. Coffman (1986) Two types of 
murine helper T cell clone. I. Definition according to profiles of lymphokine activities and 
secreted proteins. J Immunol, 136, 2348-57. 

Munk Pedersen, I. & J. Reed (2004) Microenvironmental interactions and survival of CLL B-cells. Leuk 
Lymphoma, 45, 2365-72. 

Neller, M. A., J. A. López & C. W. Schmidt (2008) Antigens for cancer immunotherapy. Semin 
Immunol, 20, 286-95. 

Nikolich-Zugich, J. (2008) Ageing and life-long maintenance of T-cell subsets in the face of latent 
persistent infections. Nat Rev Immunol, 8, 512-22. 

Norde, W. J., W. Hobo, R. van der Voort & H. Dolstra (2012) Coinhibitory molecules in hematologic 
malignancies: targets for therapeutic intervention. Blood, 120, 728-36. 

Nunes, C., R. Wong, M. Mason, C. Fegan, S. Man & C. Pepper (2012) Expansion of a CD8(+)PD-1(+) 
replicative senescence phenotype in early stage CLL patients is associated with inverted 
CD4:CD8 ratios and disease progression. Clin Cancer Res, 18, 678-87. 

Offner, S., R. Hofmeister, A. Romaniuk, P. Kufer & P. A. Baeuerle (2006) Induction of regular cytolytic 
T cell synapses by bispecific single-chain antibody constructs on MHC class I-negative tumor 
cells. Mol Immunol, 43, 763-71. 

Oldham, R. K. & R. O. Dillman (2008) Monoclonal antibodies in cancer therapy: 25 years of progress. 
J Clin Oncol, 26, 1774-7. 



  REFERENCES  

212 

 

Oscier, D. G., A. Thompsett, D. Zhu & F. K. Stevenson (1997) Differential rates of somatic 
hypermutation in V(H) genes among subsets of chronic lymphocytic leukemia defined by 
chromosomal abnormalities. Blood, 89, 4153-60. 

Oukka, M. (2007) Interplay between pathogenic Th17 and regulatory T cells. Ann Rheum Dis, 66 
Suppl 3, iii87-90. 

Pagès, F., A. Berger, M. Camus, F. Sanchez-Cabo, A. Costes, R. Molidor, B. Mlecnik, A. Kirilovsky, M. 
Nilsson, D. Damotte, T. Meatchi, P. Bruneval, P. H. Cugnenc, Z. Trajanoski, W. H. Fridman & J. 
Galon (2005) Effector memory T cells, early metastasis, and survival in colorectal cancer. N 
Engl J Med, 353, 2654-66. 

Palena, C. & J. Schlom (2010) Vaccines against human carcinomas: strategies to improve antitumor 
immune responses. J Biomed Biotechnol, 2010, 380697. 

Pallasch, C. P., S. Ulbrich, R. Brinker, M. Hallek, R. A. Uger & C. M. Wendtner (2009) Disruption of T 
cell suppression in chronic lymphocytic leukemia by CD200 blockade. Leuk Res, 33, 460-4. 

Palumbo, G. A., N. Parrinello, G. Fargione, K. Cardillo, A. Chiarenza, S. Berretta, C. Conticello, L. Villari 
& F. Di Raimondo (2009) CD200 expression may help in differential diagnosis between 
mantle cell lymphoma and B-cell chronic lymphocytic leukemia. Leuk Res, 33, 1212-6. 

Pamer, E. & P. Cresswell (1998) Mechanisms of MHC class I--restricted antigen processing. Annu Rev 
Immunol, 16, 323-58. 

Pardoll, D. M. (2002) Spinning molecular immunology into successful immunotherapy. Nat Rev 
Immunol, 2, 227-38. 

Parish, C. R. & F. Y. Liew (1972) Immune response to chemically modified flagellin. 3. Enhanced cell-
mediated immunity during high and low zone antibody tolerance to flagellin. J Exp Med, 135, 
298-311. 

Park, J. J., R. Omiya, Y. Matsumura, Y. Sakoda, A. Kuramasu, M. M. Augustine, S. Yao, F. Tsushima, H. 
Narazaki, S. Anand, Y. Liu, S. E. Strome, L. Chen & K. Tamada (2010) B7-H1/CD80 interaction 
is required for the induction and maintenance of peripheral T-cell tolerance. Blood, 116, 
1291-8. 

Park, W. S., R. R. Oh, Y. S. Kim, J. Y. Park, S. H. Lee, M. S. Shin, S. Y. Kim, P. J. Kim, H. K. Lee, N. Y. Yoo 
& J. Y. Lee (2001) Somatic mutations in the death domain of the Fas (Apo-1/CD95) gene in 
gastric cancer. J Pathol, 193, 162-8. 

Parker, W. B., A. R. Bapat, J. X. Shen, A. J. Townsend & Y. C. Cheng (1988) Interaction of 2-
halogenated dATP analogs (F, Cl, and Br) with human DNA polymerases, DNA primase, and 
ribonucleotide reductase. Mol Pharmacol, 34, 485-91. 

Parmiani, G., C. Castelli, P. Dalerba, R. Mortarini, L. Rivoltini, F. M. Marincola & A. Anichini (2002) 
Cancer immunotherapy with peptide-based vaccines: what have we achieved? Where are 
we going? J Natl Cancer Inst, 94, 805-18. 

Patten, P., S. Devereux, A. Buggins, M. Bonyhadi, M. Frohlich & R. J. Berenson (2005) Effect of 
CD3/CD28 bead-activated and expanded T cells on leukemic B cells in chronic lymphocytic 
leukemia. J Immunol, 174, 6562-3; author reply 6563. 

Patten, P. E., A. G. Buggins, J. Richards, A. Wotherspoon, J. Salisbury, G. J. Mufti, T. J. Hamblin & S. 
Devereux (2008) CD38 expression in chronic lymphocytic leukemia is regulated by the tumor 
microenvironment. Blood, 111, 5173-81. 

Paul, W. E. & R. A. Seder (1994) Lymphocyte responses and cytokines. Cell, 76, 241-51. 
Pegram, H. J., D. M. Andrews, M. J. Smyth, P. K. Darcy & M. H. Kershaw (2011) Activating and 

inhibitory receptors of natural killer cells. Immunol Cell Biol, 89, 216-24. 
Pepper, C., T. T. Lin, G. Pratt, S. Hewamana, P. Brennan, L. Hiller, R. Hills, R. Ward, J. Starczynski, B. 

Austen, L. Hooper, T. Stankovic & C. Fegan (2008) Mcl-1 expression has in vitro and in vivo 
significance in chronic lymphocytic leukemia and is associated with other poor prognostic 
markers. Blood, 112, 3807-17. 



  REFERENCES  

213 

 

Pepper, C., A. Majid, T. T. Lin, S. Hewamana, G. Pratt, R. Walewska, S. Gesk, R. Siebert, S. Wagner, B. 
Kennedy, F. Miall, Z. A. Davis, I. Tracy, A. C. Gardiner, P. Brennan, R. K. Hills, M. J. Dyer, D. 
Oscier & C. Fegan (2012) Defining the prognosis of early stage chronic lymphocytic 
leukaemia patients. Br J Haematol, 156, 499-507. 

Perez, S. A., E. von Hofe, N. L. Kallinteris, A. D. Gritzapis, G. E. Peoples, M. Papamichail & C. N. 
Baxevanis (2010) A new era in anticancer peptide vaccines. Cancer, 116, 2071-80. 

Plander, M., S. Seegers, P. Ugocsai, S. Diermeier-Daucher, J. Iványi, G. Schmitz, F. Hofstädter, S. 
Schwarz, E. Orsó, R. Knüchel & G. Brockhoff (2009) Different proliferative and survival 
capacity of CLL-cells in a newly established in vitro model for pseudofollicles. Leukemia, 23, 
2118-28. 

Platsoucas, C. D., M. Galinski, S. Kempin, L. Reich, B. Clarkson & R. A. Good (1982) Abnormal T 
lymphocyte subpopulations in patients with B cell chronic lymphocytic leukemia: an analysis 
by monoclonal antibodies. J Immunol, 129, 2305-12. 

Porter, D. L., B. L. Levine, M. Kalos, A. Bagg & C. H. June (2011) Chimeric antigen receptor-modified T 
cells in chronic lymphoid leukemia. N Engl J Med, 365, 725-33. 

Pourgheysari, B., R. Bruton, H. Parry, L. Billingham, C. Fegan, J. Murray & P. Moss (2010) The number 
of cytomegalovirus-specific CD4+ T cells is markedly expanded in patients with B-cell chronic 
lymphocytic leukemia and determines the total CD4+ T-cell repertoire. Blood, 116, 2968-74. 

Powell, D. J. & B. L. Levine (2008) Adoptive T-cell therapy for malignant disorders. Haematologica, 
93, 1452-6. 

Rabinovich, G. A., D. Gabrilovich & E. M. Sotomayor (2007) Immunosuppressive strategies that are 
mediated by tumor cells. Annu Rev Immunol, 25, 267-96. 

Rai, K. R., A. Sawitsky, E. P. Cronkite, A. D. Chanana, R. N. Levy & B. S. Pasternack (1975) Clinical 
staging of chronic lymphocytic leukemia. Blood, 46, 219-34. 

Rajagopalan, S. & E. O. Long (2010) Antagonizing inhibition gets NK cells going. Proc Natl Acad Sci U S 
A, 107, 10333-4. 

Ramsay, A. G., A. J. Clear, R. Fatah & J. G. Gribben (2012) Multiple inhibitory ligands induce impaired 
T-cell immunologic synapse function in chronic lymphocytic leukemia that can be blocked 
with lenalidomide: establishing a reversible immune evasion mechanism in human cancer. 
Blood, 120, 1412-21. 

Ramsay, A. G. & J. G. Gribben (2008) Vaccine therapy and chronic lymphocytic leukaemia. Best Pract 
Res Clin Haematol, 21, 421-36. 

--- (2009) Immune dysfunction in chronic lymphocytic leukemia T cells and lenalidomide as an 
immunomodulatory drug. Haematologica, 94, 1198-202. 

Ramsay, A. G., A. J. Johnson, A. M. Lee, G. Gorgün, R. Le Dieu, W. Blum, J. C. Byrd & J. G. Gribben 
(2008) Chronic lymphocytic leukemia T cells show impaired immunological synapse 
formation that can be reversed with an immunomodulating drug. J Clin Invest, 118, 2427-37. 

Ranheim, E. A. & T. J. Kipps (1993) Activated T cells induce expression of B7/BB1 on normal or 
leukemic B cells through a CD40-dependent signal. J Exp Med, 177, 925-35. 

Raphael, B., J. W. Andersen, R. Silber, M. Oken, D. Moore, J. Bennett, H. Bonner, R. Hahn, W. H. 
Knospe & J. Mazza (1991) Comparison of chlorambucil and prednisone versus 
cyclophosphamide, vincristine, and prednisone as initial treatment for chronic lymphocytic 
leukemia: long-term follow-up of an Eastern Cooperative Oncology Group randomized 
clinical trial. J Clin Oncol, 9, 770-6. 

Rapoport, A. P., N. A. Aqui, E. A. Stadtmauer, D. T. Vogl, H. B. Fang, L. Cai, S. Janofsky, A. Chew, J. 
Storek, G. Akpek, A. Badros, S. Yanovich, M. T. Tan, E. Veloso, M. F. Pasetti, A. Cross, S. Philip, 
H. Murphy, R. Bhagat, Z. Zheng, T. Milliron, J. Cotte, A. Cannon, B. L. Levine, R. H. 
Vonderheide & C. H. June (2011) Combination immunotherapy using adoptive T-cell transfer 
and tumor antigen vaccination on the basis of hTERT and survivin after ASCT for myeloma. 
Blood, 117, 788-97. 



  REFERENCES  

214 

 

Ravandi, F. & S. O'Brien (2006) Immune defects in patients with chronic lymphocytic leukemia. 
Cancer Immunol Immunother, 55, 197-209. 

Rawstron, A. C., J. Shingles, R. de Tute, F. Bennett, A. S. Jack & P. Hillmen (2010) Chronic lymphocytic 
leukaemia (CLL) and CLL-type monoclonal B-cell lymphocytosis (MBL) show differential 
expression of molecules involved in lymphoid tissue homing. Cytometry B Clin Cytom, 78 
Suppl 1, S42-6. 

Read, S., V. Malmström & F. Powrie (2000) Cytotoxic T lymphocyte-associated antigen 4 plays an 
essential role in the function of CD25(+)CD4(+) regulatory cells that control intestinal 
inflammation. J Exp Med, 192, 295-302. 

Redaelli, A., B. L. Laskin, J. M. Stephens, M. F. Botteman & C. L. Pashos (2004) The clinical and 
epidemiological burden of chronic lymphocytic leukaemia. Eur J Cancer Care (Engl), 13, 279-
87. 

Redmond, W. L. & L. A. Sherman (2005) Peripheral tolerance of CD8 T lymphocytes. Immunity, 22, 
275-84. 

Respa, A., J. Bukur, S. Ferrone, G. Pawelec, Y. Zhao, E. Wang, F. M. Marincola & B. Seliger (2011) 
Association of IFN-gamma signal transduction defects with impaired HLA class I antigen 
processing in melanoma cell lines. Clin Cancer Res, 17, 2668-78. 

Rezvany, M. R., M. Jeddi-Tehrani, H. Rabbani, N. Lewin, J. Avila-Cariño, A. Osterborg, H. Wigzell & H. 
Mellstedt (2000) Autologous T lymphocytes may specifically recognize leukaemic B cells in 
patients with chronic lymphocytic leukaemia. Br J Haematol, 111, 608-17. 

Ricci, F., A. Tedeschi, E. Morra & M. Montillo (2009) Fludarabine in the treatment of chronic 
lymphocytic leukemia: a review. Ther Clin Risk Manag, 5, 187-207. 

Riches, J. C., A. G. Ramsay & J. G. Gribben (2010) T-cell function in chronic lymphocytic leukaemia. 
Semin Cancer Biol, 20, 431-8. 

Riewald, M., T. Chuang, A. Neubauer, H. Riess & R. R. Schleef (1998) Expression of bomapin, a novel 
human serpin, in normal/malignant hematopoiesis and in the monocytic cell lines THP-1 and 
AML-193. Blood, 91, 1256-62. 

Rivoltini, L., M. Carrabba, V. Huber, C. Castelli, L. Novellino, P. Dalerba, R. Mortarini, G. Arancia, A. 
Anichini, S. Fais & G. Parmiani (2002) Immunity to cancer: attack and escape in T 
lymphocyte-tumor cell interaction. Immunol Rev, 188, 97-113. 

Robak, T. (2008) Novel monoclonal antibodies for the treatment of chronic lymphocytic leukemia. 
Curr Cancer Drug Targets, 8, 156-71. 

Robak, T., A. Dmoszynska, P. Solal-Céligny, K. Warzocha, J. Loscertales, J. Catalano, B. V. Afanasiev, L. 
Larratt, C. H. Geisler, M. Montillo, I. Zyuzgin, P. S. Ganly, C. Dartigeas, A. Rosta, J. Maurer, M. 
Mendila, M. W. Saville, N. Valente, M. K. Wenger & S. I. Moiseev (2010) Rituximab plus 
fludarabine and cyclophosphamide prolongs progression-free survival compared with 
fludarabine and cyclophosphamide alone in previously treated chronic lymphocytic 
leukemia. J Clin Oncol, 28, 1756-65. 

Rodriguez, P. C., D. G. Quiceno, J. Zabaleta, B. Ortiz, A. H. Zea, M. B. Piazuelo, A. Delgado, P. Correa, 
J. Brayer, E. M. Sotomayor, S. Antonia, J. B. Ochoa & A. C. Ochoa (2004) Arginase I 
production in the tumor microenvironment by mature myeloid cells inhibits T-cell receptor 
expression and antigen-specific T-cell responses. Cancer Res, 64, 5839-49. 

Romano, M. F., A. Lamberti, P. Tassone, F. Alfinito, S. Costantini, F. Chiurazzi, T. Defrance, P. Bonelli, 
F. Tuccillo, M. C. Turco & S. Venuta (1998) Triggering of CD40 antigen inhibits fludarabine-
induced apoptosis in B chronic lymphocytic leukemia cells. Blood, 92, 990-5. 

Rosenberg, S. A., J. C. Yang, D. J. Schwartzentruber, P. Hwu, F. M. Marincola, S. L. Topalian, N. P. 
Restifo, M. E. Dudley, S. L. Schwarz, P. J. Spiess, J. R. Wunderlich, M. R. Parkhurst, Y. 
Kawakami, C. A. Seipp, J. H. Einhorn & D. E. White (1998) Immunologic and therapeutic 
evaluation of a synthetic peptide vaccine for the treatment of patients with metastatic 
melanoma. Nat Med, 4, 321-7. 



  REFERENCES  

215 

 

Rosenberg, S. A., J. R. Yannelli, J. C. Yang, S. L. Topalian, D. J. Schwartzentruber, J. S. Weber, D. R. 
Parkinson, C. A. Seipp, J. H. Einhorn & D. E. White (1994) Treatment of patients with 
metastatic melanoma with autologous tumor-infiltrating lymphocytes and interleukin 2. J 
Natl Cancer Inst, 86, 1159-66. 

Rozman, C., E. Montserrat, J. M. Rodríguez-Fernández, R. Ayats, T. Vallespí, R. Parody, A. Ríos, D. 
Prados, M. Morey & F. Gomis (1984) Bone marrow histologic pattern--the best single 
prognostic parameter in chronic lymphocytic leukemia: a multivariate survival analysis of 
329 cases. Blood, 64, 642-8. 

Russell, J. H. & T. J. Ley (2002) Lymphocyte-mediated cytotoxicity. Annu Rev Immunol, 20, 323-70. 
Rygiel, T. P., G. Karnam, G. Goverse, A. P. van der Marel, M. J. Greuter, R. A. van Schaarenburg, W. F. 

Visser, A. B. Brenkman, R. Molenaar, R. M. Hoek, R. E. Mebius & L. Meyaard (2011) CD200-
CD200R signaling suppresses anti-tumor responses independently of CD200 expression on 
the tumor. Oncogene. 

Rygiel, T. P. & L. Meyaard (2012) CD200R signaling in tumor tolerance and inflammation: A tricky 
balance. Curr Opin Immunol, 24, 233-8. 

Röth, A., D. de Beer, H. Nückel, L. Sellmann, U. Dührsen, J. Dürig & G. M. Baerlocher (2008) 
Significantly shorter telomeres in T-cells of patients with ZAP-70+/CD38+ chronic 
lymphocytic leukaemia. Br J Haematol, 143, 383-6. 

Sakaguchi, S., K. Wing, Y. Onishi, P. Prieto-Martin & T. Yamaguchi (2009) Regulatory T cells: how do 
they suppress immune responses? Int Immunol, 21, 1105-11. 

Sakuishi, K., L. Apetoh, J. M. Sullivan, B. R. Blazar, V. K. Kuchroo & A. C. Anderson (2010) Targeting 
Tim-3 and PD-1 pathways to reverse T cell exhaustion and restore anti-tumor immunity. J 
Exp Med, 207, 2187-94. 

Salama, A. D., T. Chitnis, J. Imitola, M. J. Ansari, H. Akiba, F. Tushima, M. Azuma, H. Yagita, M. H. 
Sayegh & S. J. Khoury (2003) Critical role of the programmed death-1 (PD-1) pathway in 
regulation of experimental autoimmune encephalomyelitis. J Exp Med, 198, 71-8. 

Salgia, R., T. Lynch, A. Skarin, J. Lucca, C. Lynch, K. Jung, F. S. Hodi, M. Jaklitsch, S. Mentzer, S. 
Swanson, J. Lukanich, R. Bueno, J. Wain, D. Mathisen, C. Wright, P. Fidias, D. Donahue, S. 
Clift, S. Hardy, D. Neuberg, R. Mulligan, I. Webb, D. Sugarbaker, M. Mihm & G. Dranoff 
(2003) Vaccination with irradiated autologous tumor cells engineered to secrete 
granulocyte-macrophage colony-stimulating factor augments antitumor immunity in some 
patients with metastatic non-small-cell lung carcinoma. J Clin Oncol, 21, 624-30. 

Salih, H. R., S. Wintterle, M. Krusch, A. Kroner, Y. H. Huang, L. Chen & H. Wiendl (2006) The role of 
leukemia-derived B7-H1 (PD-L1) in tumor-T-cell interactions in humans. Exp Hematol, 34, 
888-94. 

Sallusto, F., J. Geginat & A. Lanzavecchia (2004) Central memory and effector memory T cell subsets: 
function, generation, and maintenance. Annu Rev Immunol, 22, 745-63. 

Sallusto, F., D. Lenig, R. Förster, M. Lipp & A. Lanzavecchia (1999) Two subsets of memory T 
lymphocytes with distinct homing potentials and effector functions. Nature, 401, 708-12. 

Sarfati, M., S. Chevret, C. Chastang, G. Biron, P. Stryckmans, G. Delespesse, J. L. Binet, H. Merle-Beral 
& D. Bron (1996) Prognostic importance of serum soluble CD23 level in chronic lymphocytic 
leukemia. Blood, 88, 4259-64. 

Schettino, E. W., A. Cerutti, N. Chiorazzi & P. Casali (1998) Lack of intraclonal diversification in Ig 
heavy and light chain V region genes expressed by CD5+IgM+ chronic lymphocytic leukemia 
B cells: a multiple time point analysis. J Immunol, 160, 820-30. 

Schmidt, S. M., K. Schag, M. R. Müller, M. M. Weck, S. Appel, L. Kanz, F. Grünebach & P. Brossart 
(2003) Survivin is a shared tumor-associated antigen expressed in a broad variety of 
malignancies and recognized by specific cytotoxic T cells. Blood, 102, 571-6. 

Schumacher, T. N. (2002) T-cell-receptor gene therapy. Nat Rev Immunol, 2, 512-9. 



  REFERENCES  

216 

 

Scrivener, S., R. V. Goddard, E. R. Kaminski & A. G. Prentice (2003) Abnormal T-cell function in B-cell 
chronic lymphocytic leukaemia. Leuk Lymphoma, 44, 383-9. 

Seddon, B., P. Tomlinson & R. Zamoyska (2003) Interleukin 7 and T cell receptor signals regulate 
homeostasis of CD4 memory cells. Nat Immunol, 4, 680-6. 

Seifert, M., L. Sellmann, J. Bloehdorn, F. Wein, S. Stilgenbauer, J. Dürig & R. Küppers (2012) Cellular 
origin and pathophysiology of chronic lymphocytic leukemia. J Exp Med, 209, 2183-98. 

Sellick, G. S., L. R. Goldin, R. W. Wild, S. L. Slager, L. Ressenti, S. S. Strom, M. J. Dyer, F. R. Mauro, G. 
E. Marti, S. Fuller, M. Lyttelton, T. J. Kipps, M. J. Keating, T. G. Call, D. Catovsky, N. Caporaso 
& R. S. Houlston (2007) A high-density SNP genome-wide linkage search of 206 families 
identifies susceptibility loci for chronic lymphocytic leukemia. Blood, 110, 3326-33. 

Serrano, D., J. Monteiro, S. L. Allen, J. Kolitz, P. Schulman, S. M. Lichtman, A. Buchbinder, V. P. 
Vinciguerra, N. Chiorazzi & P. K. Gregersen (1997) Clonal expansion within the CD4+CD57+ 
and CD8+CD57+ T cell subsets in chronic lymphocytic leukemia. J Immunol, 158, 1482-9. 

Shankaran, V., H. Ikeda, A. T. Bruce, J. M. White, P. E. Swanson, L. J. Old & R. D. Schreiber (2001) 
IFNgamma and lymphocytes prevent primary tumour development and shape tumour 
immunogenicity. Nature, 410, 1107-11. 

Sharkey, R. M. & D. M. Goldenberg (2006) Targeted therapy of cancer: new prospects for antibodies 
and immunoconjugates. CA Cancer J Clin, 56, 226-43. 

Sharma, P., K. Wagner, J. D. Wolchok & J. P. Allison (2011) Novel cancer immunotherapy agents with 
survival benefit: recent successes and next steps. Nat Rev Cancer, 11, 805-12. 

Shen, T., J. Zheng, C. Xu, J. Liu, W. Zhang, F. Lu & H. Zhuang (2010) PD-1 expression on peripheral 
CD8+ TEM/TEMRA subsets closely correlated with HCV viral load in chronic hepatitis C 
patients. Virol J, 7, 310. 

Sheppard, K. A., L. J. Fitz, J. M. Lee, C. Benander, J. A. George, J. Wooters, Y. Qiu, J. M. Jussif, L. L. 
Carter, C. R. Wood & D. Chaudhary (2004) PD-1 inhibits T-cell receptor induced 
phosphorylation of the ZAP70/CD3zeta signalosome and downstream signaling to PKCtheta. 
FEBS Lett, 574, 37-41. 

Sheu, B. C., S. M. Hsu, H. N. Ho, R. H. Lin, P. L. Torng & S. C. Huang (1999) Reversed CD4/CD8 ratios of 
tumor-infiltrating lymphocytes are correlated with the progression of human cervical 
carcinoma. Cancer, 86, 1537-43. 

Shin, M. S., H. S. Kim, S. H. Lee, W. S. Park, S. Y. Kim, J. Y. Park, J. H. Lee, S. K. Lee, S. N. Lee, S. S. Jung, 
J. Y. Han, H. Kim, J. Y. Lee & N. J. Yoo (2001) Mutations of tumor necrosis factor-related 
apoptosis-inducing ligand receptor 1 (TRAIL-R1) and receptor 2 (TRAIL-R2) genes in 
metastatic breast cancers. Cancer Res, 61, 4942-6. 

Shiraki, K., T. Yamanaka, H. Inoue, T. Kawakita, N. Enokimura, H. Okano, K. Sugimoto, K. Murata & T. 
Nakano (2005) Expression of TNF-related apoptosis-inducing ligand in human hepatocellular 
carcinoma. Int J Oncol, 26, 1273-81. 

Shusterman, S., W. B. London, S. D. Gillies, J. A. Hank, S. D. Voss, R. C. Seeger, C. P. Reynolds, J. 
Kimball, M. R. Albertini, B. Wagner, J. Gan, J. Eickhoff, K. B. DeSantes, S. L. Cohn, T. Hecht, B. 
Gadbaw, R. A. Reisfeld, J. M. Maris & P. M. Sondel (2010) Antitumor activity of hu14.18-IL2 
in patients with relapsed/refractory neuroblastoma: a Children's Oncology Group (COG) 
phase II study. J Clin Oncol, 28, 4969-75. 

Shvidel, L., M. Shtalrid, L. Bassous, A. Klepfish, E. Vorst & A. Berrebi (1999) B-cell prolymphocytic 
leukemia: a survey of 35 patients emphasizing heterogeneity, prognostic factors and 
evidence for a group with an indolent course. Leuk Lymphoma, 33, 169-79. 

Simons, J. W., M. A. Carducci, B. Mikhak, M. Lim, B. Biedrzycki, F. Borellini, S. M. Clift, K. M. Hege, D. 
G. Ando, S. Piantadosi, R. Mulligan & W. G. Nelson (2006) Phase I/II trial of an allogeneic 
cellular immunotherapy in hormone-naïve prostate cancer. Clin Cancer Res, 12, 3394-401. 

Sotomayor, E. M., I. Borrello, F. M. Rattis, A. G. Cuenca, J. Abrams, K. Staveley-O'Carroll & H. I. 
Levitsky (2001) Cross-presentation of tumor antigens by bone marrow-derived antigen-



  REFERENCES  

217 

 

presenting cells is the dominant mechanism in the induction of T-cell tolerance during B-cell 
lymphoma progression. Blood, 98, 1070-7. 

Stamatopoulos, K. (2010) Antigens in CLL: themes and variations. Blood, 115, 3855-6. 
Staveley-O'Carroll, K., E. Sotomayor, J. Montgomery, I. Borrello, L. Hwang, S. Fein, D. Pardoll & H. 

Levitsky (1998) Induction of antigen-specific T cell anergy: An early event in the course of 
tumor progression. Proc Natl Acad Sci U S A, 95, 1178-83. 

Steininger, C., G. F. Widhopf, E. M. Ghia, C. S. Morello, K. Vanura, R. Sanders, D. Spector, D. Guiney, 
U. Jäger & T. J. Kipps (2012) Recombinant antibodies encoded by IGHV1-69 react with 
pUL32, a phosphoprotein of cytomegalovirus and B-cell superantigen. Blood, 119, 2293-301. 

Stilgenbauer, S., L. Bullinger, P. Lichter, H. Döhner & G. C. S. G. G. C. l. leukemia (2002) Genetics of 
chronic lymphocytic leukemia: genomic aberrations and V(H) gene mutation status in 
pathogenesis and clinical course. Leukemia, 16, 993-1007. 

Straathof, K. C., C. M. Bollard, U. Popat, M. H. Huls, T. Lopez, M. C. Morriss, M. V. Gresik, A. P. Gee, 
H. V. Russell, M. K. Brenner, C. M. Rooney & H. E. Heslop (2005) Treatment of 
nasopharyngeal carcinoma with Epstein-Barr virus--specific T lymphocytes. Blood, 105, 1898-
904. 

Sutton, L., S. Chevret, O. Tournilhac, M. Diviné, V. Leblond, B. Corront, S. Leprêtre, H. Eghbali, E. Van 
Den Neste, M. Michallet, F. Maloisel, K. Bouabdallah, D. Decaudin, C. Berthou, P. Brice, H. 
Gonzalez, E. Chapiro, I. Radford-Weiss, N. Leporrier, K. Maloum, F. Nguyen-Khac, F. Davi, J. 
Lejeune, H. Merle-Béral, M. Leporrier & S. F. d. G. d. M. e. d. T. C. S.-T. a. G. F. d. é. d. l. L. L. 
C. (GFLLC) (2011) Autologous stem cell transplantation as a first-line treatment strategy for 
chronic lymphocytic leukemia: a multicenter, randomized, controlled trial from the SFGM-TC 
and GFLLC. Blood, 117, 6109-19. 

Tangye, S. G. & R. L. Raison (1997) Human cytokines suppress apoptosis of leukaemic CD5+ B cells 
and preserve expression of bcl-2. Immunol Cell Biol, 75, 127-35. 

Teleshova, N., J. Kenney, G. Van Nest, J. Marshall, J. D. Lifson, I. Sivin, J. Dufour, R. Bohm, A. Gettie & 
M. Robbiani (2006) Local and systemic effects of intranodally injected CpG-C 
immunostimulatory-oligodeoxyribonucleotides in macaques. J Immunol, 177, 8531-41. 

Thomas, D. A. & J. Massagué (2005) TGF-beta directly targets cytotoxic T cell functions during tumor 
evasion of immune surveillance. Cancer Cell, 8, 369-80. 

Tinhofer, I., L. Weiss, F. Gassner, G. Rubenzer, C. Holler & R. Greil (2009) Difference in the relative 
distribution of CD4+ T-cell subsets in B-CLL with mutated and unmutated immunoglobulin 
(Ig) VH genes: implication for the course of disease. J Immunother, 32, 302-9. 

Tobin, G., U. Thunberg, A. Johnson, I. Thörn, O. Söderberg, M. Hultdin, J. Botling, G. Enblad, J. 
Sällström, C. Sundström, G. Roos & R. Rosenquist (2002) Somatically mutated Ig V(H)3-21 
genes characterize a new subset of chronic lymphocytic leukemia. Blood, 99, 2262-4. 

Topp, M. S., P. Kufer, N. Gökbuget, M. Goebeler, M. Klinger, S. Neumann, H. A. Horst, T. Raff, A. 
Viardot, M. Schmid, M. Stelljes, M. Schaich, E. Degenhard, R. Köhne-Volland, M. 
Brüggemann, O. Ottmann, H. Pfeifer, T. Burmeister, D. Nagorsen, M. Schmidt, R. 
Lutterbuese, C. Reinhardt, P. A. Baeuerle, M. Kneba, H. Einsele, G. Riethmüller, D. Hoelzer, G. 
Zugmaier & R. C. Bargou (2011) Targeted therapy with the T-cell-engaging antibody 
blinatumomab of chemotherapy-refractory minimal residual disease in B-lineage acute 
lymphoblastic leukemia patients results in high response rate and prolonged leukemia-free 
survival. J Clin Oncol, 29, 2493-8. 

Trautmann, L., L. Janbazian, N. Chomont, E. A. Said, S. Gimmig, B. Bessette, M. R. Boulassel, E. 
Delwart, H. Sepulveda, R. S. Balderas, J. P. Routy, E. K. Haddad & R. P. Sekaly (2006) 
Upregulation of PD-1 expression on HIV-specific CD8+ T cells leads to reversible immune 
dysfunction. Nat Med, 12, 1198-202. 

Traversari, C., P. van der Bruggen, I. F. Luescher, C. Lurquin, P. Chomez, A. Van Pel, E. De Plaen, A. 
Amar-Costesec & T. Boon (1992) A nonapeptide encoded by human gene MAGE-1 is 



  REFERENCES  

218 

 

recognized on HLA-A1 by cytolytic T lymphocytes directed against tumor antigen MZ2-E. J 
Exp Med, 176, 1453-7. 

Trzonkowski, P., E. Szmit, J. Myśliwska, A. Dobyszuk & A. Myśliwski (2004) CD4+CD25+ T regulatory 
cells inhibit cytotoxic activity of T CD8+ and NK lymphocytes in the direct cell-to-cell 
interaction. Clin Immunol, 112, 258-67. 

Tsuji, T., M. Yasukawa, J. Matsuzaki, T. Ohkuri, K. Chamoto, D. Wakita, T. Azuma, H. Niiya, H. Miyoshi, 
K. Kuzushima, Y. Oka, H. Sugiyama, H. Ikeda & T. Nishimura (2005) Generation of tumor-
specific, HLA class I-restricted human Th1 and Tc1 cells by cell engineering with tumor 
peptide-specific T-cell receptor genes. Blood, 106, 470-6. 

Tsushima, F., S. Yao, T. Shin, A. Flies, S. Flies, H. Xu, K. Tamada, D. M. Pardoll & L. Chen (2007) 
Interaction between B7-H1 and PD-1 determines initiation and reversal of T-cell anergy. 
Blood, 110, 180-5. 

Töpfer, K., S. Kempe, N. Müller, M. Schmitz, M. Bachmann, M. Cartellieri, G. Schackert & A. Temme 
(2011) Tumor evasion from T cell surveillance. J Biomed Biotechnol, 2011, 918471. 

Tötterman, T. H., M. Carlsson, B. Simonsson, M. Bengtsson & K. Nilsson (1989) T-cell activation and 
subset patterns are altered in B-CLL and correlate with the stage of the disease. Blood, 74, 
786-92. 

Urruticoechea, A., I. E. Smith & M. Dowsett (2005) Proliferation marker Ki-67 in early breast cancer. J 
Clin Oncol, 23, 7212-20. 

Ustun, C., J. S. Miller, D. H. Munn, D. J. Weisdorf & B. R. Blazar (2011) Regulatory T cells in acute 
myelogenous leukemia: is it time for immunomodulation? Blood, 118, 5084-95. 

Valitutti, S., M. Dessing, K. Aktories, H. Gallati & A. Lanzavecchia (1995) Sustained signaling leading 
to T cell activation results from prolonged T cell receptor occupancy. Role of T cell actin 
cytoskeleton. J Exp Med, 181, 577-84. 

Van Bockstaele, F., B. Verhasselt & J. Philippé (2009) Prognostic markers in chronic lymphocytic 
leukemia: a comprehensive review. Blood Rev, 23, 25-47. 

Van den Hove, L. E., S. W. Van Gool, P. Vandenberghe, M. A. Boogaerts & J. L. Ceuppens (1998) 
CD57+/CD28- T cells in untreated hemato-oncological patients are expanded and display a 
Th1-type cytokine secretion profile, ex vivo cytolytic activity and enhanced tendency to 
apoptosis. Leukemia, 12, 1573-82. 

Vincent, A. M., J. C. Cawley & J. Burthem (1996) Integrin function in chronic lymphocytic leukemia. 
Blood, 87, 4780-8. 

Viñolas, N., J. C. Reverter, A. Urbano-Ispizua, E. Montserrat & C. Rozman (1987) Lymphocyte 
doubling time in chronic lymphocytic leukemia: an update of its prognostic significance. 
Blood Cells, 12, 457-70. 

Vuillier, F., P. Tortevoye, J. L. Binet & G. Dighiero (1988) CD4, CD8 and NK subsets in B-CLL. Nouv Rev 
Fr Hematol, 30, 331-4. 

Wadhwa, P. D. & V. A. Morrison (2006) Infectious complications of chronic lymphocytic leukemia. 
Semin Oncol, 33, 240-9. 

Walker, R. A. & S. J. Dearing (1992) Transforming growth factor beta 1 in ductal carcinoma in situ and 
invasive carcinomas of the breast. Eur J Cancer, 28, 641-4. 

Walton, J. A., P. M. Lydyard, A. Nathwani, V. Emery, A. Akbar, M. J. Glennie & N. Porakishvili (2010) 
Patients with B cell chronic lymphocytic leukaemia have an expanded population of CD4 
perforin expressing T cells enriched for human cytomegalovirus specificity and an effector-
memory phenotype. Br J Haematol, 148, 274-84. 

Wang, L., J. Q. Liu, F. Talebian, H. Y. El-Omrani, M. Khattabi, L. Yu & X. F. Bai (2010) Tumor expression 
of CD200 inhibits IL-10 production by tumor-associated myeloid cells and prevents tumor 
immune evasion of CTL therapy. Eur J Immunol, 40, 2569-79. 

Waring, P. & A. Müllbacher (1999) Cell death induced by the Fas/Fas ligand pathway and its role in 
pathology. Immunol Cell Biol, 77, 312-7. 



  REFERENCES  

219 

 

Watanabe, N., M. Gavrieli, J. R. Sedy, J. Yang, F. Fallarino, S. K. Loftin, M. A. Hurchla, N. Zimmerman, 
J. Sim, X. Zang, T. L. Murphy, J. H. Russell, J. P. Allison & K. M. Murphy (2003) BTLA is a 
lymphocyte inhibitory receptor with similarities to CTLA-4 and PD-1. Nat Immunol, 4, 670-9. 

Weekes, M. P., M. R. Wills, K. Mynard, R. Hicks, J. G. Sissons & A. J. Carmichael (1999) Large clonal 
expansions of human virus-specific memory cytotoxic T lymphocytes within the CD57+ 
CD28- CD8+ T-cell population. Immunology, 98, 443-9. 

Weiss, L., T. Melchardt, A. Egle, C. Grabmer, R. Greil & I. Tinhofer (2011) Regulatory T cells predict 
the time to initial treatment in early stage chronic lymphocytic leukemia. Cancer, 117, 2163-
9. 

Wherry, E. J. (2011) T cell exhaustion. Nat Immunol, 12, 492-9. 
Wierda, W. G., M. J. Cantwell, S. J. Woods, L. Z. Rassenti, C. E. Prussak & T. J. Kipps (2000) CD40-

ligand (CD154) gene therapy for chronic lymphocytic leukemia. Blood, 96, 2917-24. 
Wierda, W. G. & S. O'Brien (2001) Immunotherapy of chronic lymphocytic leukemia. Expert Rev 

Anticancer Ther, 1, 73-83. 
Williams, M. A., A. J. Tyznik & M. J. Bevan (2006) Interleukin-2 signals during priming are required for 

secondary expansion of CD8+ memory T cells. Nature, 441, 890-3. 
Witzig, T. E., L. I. Gordon, F. Cabanillas, M. S. Czuczman, C. Emmanouilides, R. Joyce, B. L. Pohlman, 

N. L. Bartlett, G. A. Wiseman, N. Padre, A. J. Grillo-López, P. Multani & C. A. White (2002) 
Randomized controlled trial of yttrium-90-labeled ibritumomab tiuxetan 
radioimmunotherapy versus rituximab immunotherapy for patients with relapsed or 
refractory low-grade, follicular, or transformed B-cell non-Hodgkin's lymphoma. J Clin Oncol, 
20, 2453-63. 

Wolf, E., R. Hofmeister, P. Kufer, B. Schlereth & P. A. Baeuerle (2005) BiTEs: bispecific antibody 
constructs with unique anti-tumor activity. Drug Discov Today, 10, 1237-44. 

Wong, K. K., I. Khatri, S. Shaha, D. E. Spaner & R. M. Gorczynski (2010) The role of CD200 in immunity 
to B cell lymphoma. J Leukoc Biol, 88, 361-72. 

Woyach, J. A., A. J. Johnson & J. C. Byrd (2012) The B-cell receptor signaling pathway as a therapeutic 
target in CLL. Blood, 120, 1175-84. 

Wright, G. J., M. Jones, M. J. Puklavec, M. H. Brown & A. N. Barclay (2001) The unusual distribution 
of the neuronal/lymphoid cell surface CD200 (OX2) glycoprotein is conserved in humans. 
Immunology, 102, 173-9. 

Xerri, L., B. Chetaille, N. Serriari, N. Seriari, C. Attias, Y. Guillaume, C. Arnoulet & D. Olive (2008) 
Programmed death 1 is a marker of angioimmunoblastic T-cell lymphoma and B-cell small 
lymphocytic lymphoma/chronic lymphocytic leukemia. Hum Pathol, 39, 1050-8. 

Yallop, Buggins, Pepper & Devereux. 2010. Direct Evidence for a Chronic Antigen Driven T Cell 
Response In CLL Lymph Nodes. In 53rd ASH, Annual meeting and Exposition. Orange County 
Convention Center. 

Yang, J., H. Zhu, T. L. Murphy, W. Ouyang & K. M. Murphy (2001) IL-18-stimulated GADD45 beta 
required in cytokine-induced, but not TCR-induced, IFN-gamma production. Nat Immunol, 2, 
157-64. 

Yee, C., J. A. Thompson, D. Byrd, S. R. Riddell, P. Roche, E. Celis & P. D. Greenberg (2002) Adoptive T 
cell therapy using antigen-specific CD8+ T cell clones for the treatment of patients with 
metastatic melanoma: in vivo persistence, migration, and antitumor effect of transferred T 
cells. Proc Natl Acad Sci U S A, 99, 16168-73. 

Yi, J. S., M. A. Cox & A. J. Zajac (2010) T-cell exhaustion: characteristics, causes and conversion. 
Immunology, 129, 474-81. 

Zenz, T., B. Eichhorst, R. Busch, T. Denzel, S. Häbe, D. Winkler, A. Bühler, J. Edelmann, M. Bergmann, 
G. Hopfinger, M. Hensel, M. Hallek, H. Döhner & S. Stilgenbauer (2010) TP53 mutation and 
survival in chronic lymphocytic leukemia. J Clin Oncol, 28, 4473-9. 



  REFERENCES  

220 

 

Zhang, C., S. Wu, X. Xue, M. Li, X. Qin, W. Li, W. Han & Y. Zhang (2008) Anti-tumor immunotherapy 
by blockade of the PD-1/PD-L1 pathway with recombinant human PD-1-IgV. Cytotherapy, 10, 
711-9. 

Zhang, L., T. F. Gajewski & J. Kline (2009a) PD-1/PD-L1 interactions inhibit antitumor immune 
responses in a murine acute myeloid leukemia model. Blood, 114, 1545-52. 

Zhang, S., H. Zhang & J. Zhao (2009b) The role of CD4 T cell help for CD8 CTL activation. Biochem 
Biophys Res Commun, 384, 405-8. 

Zhou, J., T. Ding, W. Pan, L. Y. Zhu, L. Li & L. Zheng (2009) Increased intratumoral regulatory T cells 
are related to intratumoral macrophages and poor prognosis in hepatocellular carcinoma 
patients. Int J Cancer, 125, 1640-8. 

Zhu, J. & W. E. Paul (2008) CD4 T cells: fates, functions, and faults. Blood, 112, 1557-69. 
Zhu, Q., D. C. Tan, M. Samuel, E. S. Chan & Y. C. Linn (2004) Fludarabine in comparison to alkylator-

based regimen as induction therapy for chronic lymphocytic leukemia: a systematic review 
and meta-analysis. Leuk Lymphoma, 45, 2239-45. 

Zou, W. (2005) Immunosuppressive networks in the tumour environment and their therapeutic 
relevance. Nat Rev Cancer, 5, 263-74. 

 

 

 

 

 

 

 

 

  



  APPENDIX  

221 

 

APPENDIX 

 

 

Appendix 1  Concentrations of IL-2, IL-5, IL-6 and IL-10 released from CLL patient     

                    PBMCs after incubation with blinatumomab or CD3/CD28 beads. 
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Appendix 2 Characteristic profiles of CLL patients used in the blinatumomab study  

 

ID AGE Binet Stage LDT % CD38 Genetics IGHV Status IGHV Usage % ZAP-70 Treatment 

001 73 A <12 35.0 N 100.00% Vh 3-11 31.6 U 

002 60 B ND ND 13q- ND ND ND U 

003 67 A >12 8.7  ND ND ND 3.4 U 

004 72 A >12 0.4 N ND ND 5.5 U 

005 69 A >12 2.3 13q- 89.00% Vh 3-7 2 U 

006 58 A <12 5.0 N 90.00% Vh 4-34 34 T 

007 83 A >12 0.9 ND 92.00% Vh 3-23 10.3 U 

008 72 A >12 99.0 ND 91.00% Vh 4-61 66 U 

009 65 A >12 6.9 N 89.00% Vh 3-53 1.4 U 

010 73 A <12 10.1 ND 94.00% Vh 4-39 2.4 T 

011 64 A <12 10.5  ND ND ND 3.1 U 

012 53 A <12 19.4 13q- ND ND 0 U 

013 70 A >12 3.3  ND 84.00% Vh 3-11 0.2 U 

014 79 A >12 6.7 ND  ND  ND 1.5 U 

015 61 A >12 0.4 N 90.00% ND 0.6 T 

016 64 A >12 97.0 13q-  99.00% Vh 3-30 43 U 

017 79 A >12 7.0 13q-/17p- ND ND 4 T 

018 78 A >12 ND ND ND ND ND U 

019 82 A <12 2.7 ND 87.00% Vh 3-74 20 U 

020 58 A >12 0.8 13q- ND  19 U 

021 58 A >12 81.0 N 98.00% Vh 3-48 85 U 

022 73 A <12 50.2 N 96.00% Vh 3-48 0.3 T 

023 61 A ND 7.0 ND ND ND 18 U 

024 65 B ND 10 ND ND ND ND U 

025 53 A ND 8.2 13q- ND ND 0.4 U 

026 72 A >12 ND ND ND ND ND U 

027 54 A >12 3.0 13q- 92.00% Vh 3-23 10.3 U 

028 72 A ND ND ND ND ND ND U 

029 78 A >12 ND 6q- ND ND ND T 

030 64 A ND 16.0 Trisomy 12 100.00% Vh 3-23 81 T 

031 66 A >12 2.3 ND ND ND ND T 

032 57 ND ND ND ND ND ND ND U 

033 42 ND >12 ND N ND ND ND U 

034 73 A >12 5.5 Trisomy 12  91.00% Vh 4-34 0.3 T 

035 40 B ND 6.0 11q- 96.00% Vh 4-34 3.6 T 

 

LDT: lymphocyte doubling time; ND: not determined 

13q- and 17p-: any FISH or karyotypic abnormality of 13q or 17p; N: normal cytogenetics 

IGHV status: <98% sequence homology with the closest germline sequence (mutated); 

>98% sequence homology with the closest germline sequence (unmutated) 


