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Abstract

Recent evidence from this laboratory has indicated that the B cell integral membrane

protein CD20 functions in calcium entry following B cell antigen receptor (BCR)

stimulation.  However, little was known about the specific role of CD20 in calcium entry.

Several possibilities included: 1) CD20 is a calcium channel, 2) CD20 associates with a

channel thereby regulating calcium entry via an adjacent channel, or 3) CD20 initiates

signals which modulate a calcium channel.  During the course of my thesis work, I

generated results that will aid in understanding the role of CD20.  Consistent with its

potential role as a component of a store-operated calcium channel, I provided evidence

that CD20 exists as a tetramer in association with other surface-labelled proteins.  I

determined that CD20 associates with cell surface immunoglobulin which is the antigen

binding component of the BCR.  CD20 is localized to cholesterol-rich signalling domains

known as lipid rafts and my evidence indicated that it associates with cell surface

immunoglobulin within lipid rafts.  However, BCR-CD20 association was resistant to

cholesterol depletion and raft disruption, indicating that the receptor-channel complex,

while residing in rafts, is maintained independently of the cholesterol-rich raft

environment.  Interestingly, depletion of membrane cholesterol alters the conformation of

CD20, however this effect is regulated independently of CD20 raft association.  Since

CD20 lipid raft localization is required for BCR-mediated calcium entry, the cholesterol-

dependent conformation may reflect the regulation of calcium channel-independent

properties of CD20.  BCR ligation results in the dissociation of cell surface

immunoglobulin from CD20 as well as in the subsequent recruitment of several
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phosphoproteins and calmodulin binding proteins to the CD20 multimeric complex.

Future investigations will likely be aimed at identifying and characterizing these proteins

to acquire a better understanding of the function of CD20 in modulating BCR mediated

signalling events.
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I.  INTRODUCTION

A.  An overview:  the humoral immune response

B cells develop from progenitor cells through a series of stages in the bone

marrow (1, 2).  These stages are characterized by progress in the rearrangement of the

immunoglobulin (Ig) genes into a receptor having unique specificity for antigen.  This

receptor, known as the B cell antigen receptor (BCR), is the primary receptor of B cells

and is essentially a membrane bound version of antibody (Ab) associated with Ig!

(CD79a) and Ig"  (CD79b) signalling components.

Progression through the stages of B cell development and differentiation are

dependent upon signalling through the BCR (1, 3).  During the first stage of B cell

development, pro B cells express only the Ig! /"  components of the BCR (4).  This stage

is characterized by rearrangement of the immunoglobulin heavy chain variable (V),

diversity (D) and joining (J) gene segments (2, 5, 6).  Signalling through Ig! /"  is thought

to drive pro B cells into the pre B cell stage of development (4).

The heavy chain is then expressed at the cell surface in association with surrogate

light chain (' 5 and VpreB) as well as with the Ig! /"  signalling component in a complex

known as the pre BCR (2).  During the pre B cell stage of development, signals generated

via the pre BCR indicate successful rearrangement of the immunoglobulin heavy chain.

These signals result in allelic exclusion, cell proliferation and rearrangement of the light

chain variable (V) and joining (J) gene segments.  Immature B cells expressing BCR

comprised of µ isotype heavy chain and the newly rearranged light chain along with

Ig! /"  then undergo selection (7).  Those cells expressing receptors with specificity for
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self antigen can be eliminated by apoptosis, inactivated by becoming anergic, or may

rearrange their light chain by receptor editing (7, 8).  The B cells that survive selection

then migrate into the periphery where they may bind foreign antigen, become activated

and give rise to either memory B cells or antibody producing plasma cells.

Some self reactive B cells can still enter the periphery if the antigens they

recognize are not present in the bone marrow (8).  Those cells that recognize self antigen

in the periphery can be removed by apoptosis or inactivated by becoming anergic (7).  An

inability to eliminate these B cells can result in an immune response against self,

sometimes causing autoimmune disease (8).

B cell activation can occur with or without co-stimulation by T helper cells (7, 8).

T cell independent antigens, such as bacterial polysaccharides, lipopolysaccharides and

toxins, are predominantly characterized by their repetitive structure (2, 7, 9).  BCR cross-

linking by antigen with repetitive epitopes can result in high levels of BCR signalling and

subsequent secretion of antigen specific IgM antibodies.  In some cases, antigen will bind

to B cells regardless of their specificity.  This process is referred to as polyclonal

activation since the antibodies produced are not necessarily directed against the activating

antigen.

The majority of B cell responses require co-stimulation from T cells.  In order for

B cells to become activated by monovalent antigen, co-stimulation from activated T

helper cells is required (2).  These antigens do not cross-link the BCR and, as a result,

stimulate only a low level of B cell signalling.  Upon ligation, the BCR-antigen complex

is internalized (2, 3, 7, 10).  The antigen is processed into peptides that are then presented

in the context of major histocompatibility complex II (MHCII) at the surface of B cells.
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This antigen:MHCII complex is recognized by the T cell antigen receptor on T helper

cells, activating them in the process.  The activated T cells then up-regulate T cell CD40

ligand and secrete several B cell stimulatory cytokines, including interleukin 4 (IL-4), IL-

5 and IL-6.  B cells are co-stimulated by IL-4 and interaction of CD40 ligand with the B

cell integral membrane protein CD40, resulting in B cell secretion of primary IgM

antibody with low affinity for antigen (8, 11, 12).  Isotype switching from IgM to IgG

initiates B cell affinity maturation.

Activated B cells undergo affinity maturation in lymph and spleen germinal

centers (3, 13).  Germinal centers form as a result of antigen recognition and are

comprised of activated B cells, activated T helper cells and antigen-presenting follicular

dendritic cells (11-13).

There are two stages of affinity maturation:  proliferation and affinity selection (3,

14).  In the presence of T cell help, activated B cells undergo extensive somatic

hypermutation and proliferation, together known as clonal expansion.  In the process, a

single B cell can expand into a population of B cells having various affinities for antigen.

These B cells come into contact with immune complexes comprised of antigen,

complement and primary Ab localized on follicular dendritic cells (3, 11, 12, 14).  Upon

interaction with these immune complexes, there is enhanced presentation of antigen in

context of MHCII by B cells and secretion of IL-4, IL-5 and IL-10 by activated T cells

(11).  B cells having the greatest affinity for antigen undergo isotype switching (11, 14).

These cells then differentiate into memory cells and antibody-secreting plasma cells,

dependent upon the signals present.  In vitro, memory B cells are generated in the
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presence of CD40 ligand, IL-2 and IL-10, while plasma cells form in the presence of IL-2

and IL-10 (7, 15).  The remaining, vast majority of B cells die (13).

B.  The B cell receptor and its activation

B.1. The BCR complex

The BCR is a multiprotein complex comprised of an antigen binding component

and a signalling component (1, 3).  The membrane immunoglobulin (mIg) antigen-

binding component is composed of two heavy chains covalently attached to two, smaller

light chains.  These heavy and light chains each have constant and variable regions.  The

constant region of the mIg heavy chain dictates immunoglobulin isotype and traverses the

plasma membrane, with the vast majority of the molecule being extracelllular (2, 3).  The

membrane distal variable regions of the heavy and light chains come together to form the

antigen-binding cleft.

The mIg is in non-covalent association with the Ig!  and Ig"   heterodimer

signalling component (1, 3, 16).  Ig!  and Ig"  each contain a single cytoplasmic

immunoreceptor tyrosine-based activation motif (ITAM).  The ITAM is a conserved

motif comprised of two precisely spaced tyrosine residues with a surrounding consensus

sequence (YxxL(x 6-7)YxxL; x represents any amino acid) (17) that serve as docking sites

for molecules containing phosphotyrosine binding motifs (16).
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B.2. B cell activation

Upon BCR ligation, the Ig! /"  ITAM tyrosines are phosphorylated primarily by

the Src family tyrosine kinase Lyn allowing for the subsequent docking and activation of

the tyrosine kinase Syk (Figure I.1) (18, 19).  As a result, several signalling pathways are

initiated.  Syk phosphorylates the adaptor protein BLNK (SLP-65) to which BrutonÕs

tyrosine kinase (Btk) and phospholipase C# (PLC#) are recruited (20, 21).  PLC# is then

in the proximity of and dually phosphorylated by Syk and Btk.  Activated

PLC# hydrolyzes phosphatidylinositol (4,5) bisphosphate (PIP2) into diacylglycerol

(DAG) and inositol-1,4,5-triphosphate (IP3) (22).  The production of DAG results in the

activation of classical calcium-dependent isoforms of protein kinase C (PKC), as well as

novel PKC isoforms whose activation does not require calcium.  The binding of IP3 to its

receptor (IP3R) on the endoplasmic reticulum (ER) membrane prompts the rapid, release

of calcium from the ER lumen into the cytoplasm (23, 24).  Depletion of the intracellular

stores triggers the second phase of calcium flux, characterized by slow, sustained calcium

entry into the cell via plasma membrane associated store-operated calcium (SOC)

channels (25-28).  The increase in intracellular calcium concentration and, more

specifically, the amplitude and duration of the calcium flux, is translated into differential

gene expression by calcium sensitive proteins, ultimately resulting in cell proliferation

and differentiation into antibody producing plasma cells (29-31).

Coincident with activation of the PLC# pathway, BCR stimulation activates the

mitogen activated protein kinase (MAPK) pathway via tyrosine phosphorylation of Vav

as well as by initiation of the Ras pathway (Figure I.1) (32, 33).  Vav and the Grb2/SOS

effector complex of the Ras pathway, in addition to PLC#, bind to BLNK (20).  The MAP
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kinases include extracellular signal-regulated kinase (ERK), c-Jun NH2-terminal kinase

(JNK/SAPK) and p38 MAPK (19).  Upon activation, these kinases can phosphorylate

different sets of transcription factors including Elk-1 and c-myc by ERK, c-Jun and ATF-

2 by JNK, and ATF-2 and MAX by p38 MAPK (19).

Phosphotidylinositol-3-kinase (PI3K) is also activated upon BCR ligation in a

protein tyrosine kinase-dependent fashion (19, 34).  PI3K activity generates

phosphatidylinositol (3,4,5) trisphosphate (PIP3), providing an essential docking site at

the plasma membrane for pleckstrin homology (PH) domain containing proteins like Btk

and the serine/threonine kinase Akt (protein kinase B; PKB).  Activation of Akt

following BCR ligation is dependent on PI3K activity, but independent of calcium

mobilization (34, 35).  Akt recruitment to the plasma membrane facilitates its

phosphorylation and subsequent activation (19).  Upon activation, Akt acts to promote

cell survival by regulating transcription factors such as nuclear factor-&B (NF&B) and

proteins that control apoptosis (19, 34, 36).  The importance of PI3K is emphasized by

the significant reduction in calcium flux upon inhibition of its activity as well as the

severe immune defects observed in humans with mutations in the PH domain of Btk (19,

34).

The combined activation of these signalling pathways leads to molecular and

biochemical changes such as antigen presentation, gene transcripition, proliferation and

antibody secretion.
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Figure I.1.  BCR ligation initiates several signalling pathways leading to changes in

gene transcription.  Antigen (Ag) binding to cell surface immunoglobulin (Ig) results in

the activation of several protein tyrosine kinases including Lyn which phosphorylates

(red dots) the Ig! /"  ITAM tyrosines allowing for Syk binding.  These signalling events

then initiate the activation of the PLC#  (yellow), MAPK (violet), and PI3K (orange)

pathways.  The PLC# pathway ultimately results in an increase in intracellular calcium

and subsequent activation of calcium responsive proteins (blue).  The activation of the

various signalling pathways results in changes in gene transcription.  Components

common to several signalling pathways are indicated in pink or green.
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C.  Modulation of BCR-mediated signals

Signals generated upon BCR engagement are modulated by a variety of cell

surface receptors as well as by BCR plasma membrane localization.  The stage and

activation dependent localization of BCR to lipid raft microdomains in the plasma

membrane can regulate the proximity of the receptor to signalling molecules.  Other B

cell modulators include several cell surface receptors that can either act to amplify (CD19

co-receptor complex and PIR-B) or inhibit (CD22, CD32, CD72 and PIR-A) BCR

signals.

C.1. BCR signalling and lipid rafts

BCR mediated signals are, in part, modulated by stage-dependent localization of

the receptor to plasma membrane microdomains known as lipid rafts (37).  Lipid rafts are

enriched in lipids such as cholesterol and sphingolipids, forming regions that are more

ordered and tightly packed than the remainder of the lipid bilayer (38-40).  Lipid rafts

have been implicated in receptor-mediated signal transduction based on their ability to

include some protein and lipid mediators, while excluding others.  Signalling molecules

such as some Src family kinases, cytoskeletal proteins, and adaptor proteins reside within

lipid rafts.  As a result, the ability of the BCR to access lipid rafts during development

can alter the functional outcome of signalling.  In pre B cells, a majority of the BCR is

constitutively associated with lipid rafts as are the signalling molecules PLC# and PI3K

(41).  It is from within these lipid rafts that the pre BCR survival signal driving the B cell

to the next stage of development is likely generated.
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During the immature stage of B cell development, the BCR is excluded from lipid

rafts upon engagement with self-antigen, ultimately signalling apoptosis (42, 43).  In

na•ve mature B cells, the majority of BCR is excluded from lipid rafts until it is bound by

antigen (44-46).  Upon receptor ligation, the BCR associates with lipid rafts.  The

resident lipid raft molecule Lyn becomes phosphorylated and a number of molecules

involved in the BCR signalling cascade such as PLC# and PI3K are recruited (37).  The

substrate for PLC# and PI3K, PIP2, is also enriched within lipid rafts possibly facilitating

the recruitment of additional signalling molecules (35, 47).  The transient recruitment of

the SH2-domain-containing inositol phosphatase (SHIP) to lipid rafts as well as the

enhanced calcium release observed under conditions of maximum lipid raft disruption

suggests that rafts have a role in down-regulating B cell signals (46, 48).

C.2. The CD19 co-receptor complex

The CD19 co-receptor complex is comprised of the transmembrane proteins

CD19, CD21 and CD81, and is constitutively associated with the BCR (49).  Co-ligation

of the CD19/21 complex with the BCR amplifies the response of BCR to antigen by

enhancing phosphorylation of Src family kinases, the calcium response and the activation

of MAP kinases (49, 50).  Binding of complement-coated antigen to both the BCR and

the complement receptor CD21 acts to cross-link the two receptors.  This process brings

Src family kinase activity and its primary substrate CD19 into close proximity of each

other.  Subsequent binding of Lyn to the phosphorylated cytoplasmic tail of CD19 results

in amplified activity of the kinase (49, 50).  This then facilitates CD19 interactions with

Vav and PI3K, and initiates downstream events resulting in an enhanced calcium
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response.  Although the pathway is poorly defined, MAP kinase activation is also

augmented (49).  When co-ligated to the BCR, the CD19/CD21 complex enhances

signalling in part by prolonging the association of the BCR with lipid rafts (51).  The

tetraspanin CD81 is essential for the raft stabilizing function of the co-receptor complex

(52).

C.3. CD22

CD22 is an inhibitory receptor associated with the BCR (53, 54).  Although it is

known that CD22 binds sialic acid-modified proteins via its lectin-binding domain, the

physiologic ligand for CD22 has not been identified.  It is thought that its lectin-binding

domain, which is required for modulating BCR signals, likely interacts with adjacent

glycoproteins possibly including cell surface immunoglobulin (54-56).  Upon BCR

stimulation, activated Src family kinases rapidly phosphorylate immunoreceptor tyrosine-

based inhibitory motifs (ITIMs) within the cytoplasmic domain of CD22 (54).  Some

evidence suggests that CD19 also contributes to CD22 phosphorylation by its

amplification of Lyn kinase activity.

CD22 exerts its negative effects in part by recruiting SH2-containing tyrosine

phosphatase-1 (SHP-1) (19, 54).  SHP-1 inhibition of BCR signals results in reduced

calcium mobilization and B cell proliferation.  SHP-1 may down-regulate the activity of

molecules such as Ig! /" , BLNK and Vav that are involved in BCR-mediated calcium

flux (19, 54).  There is also some evidence to suggest that CD22 stimulates SHP-1-

dependent calcium efflux from B cells by virtue of its association with the calcium pump

plasma membrane ATPase 4 (PMCA4) (54).  It is speculated that CD22 modulation of
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proliferation may occur as a result of its recruitment of Grb2 and Shc in complex with

SHIP (54).

C.4. CD32

CD32, otherwise known as the low affinity receptor for of IgG (Fc#RIIb), is a

potent inhibitor of B cell activation signals (57).  During an immune response, antibody

binds antigen and forms immune complexes.  When there is a large quantity of antibody,

these immune complexes can simultaneously bind BCR and CD32.  Cross-linking the

two receptors results in their redistribution to lipid rafts, followed by Lyn

phosphorylation of the intracellular ITIM of CD32 and subsequent recruitment of SHIP

(58, 59).  SHIP antagonizes B cell signals by dephosphorylating PIP3, releasing PH

domain containing proteins Btk and PLC# (60, 61).  This series of events ultimately

prevents calcium mobilization, BCR internalization and B cell proliferation.  There is

some evidence that ligation of CD32 alone can signal apoptosis independently of SHIP

activation (62).  This process may allow for elimination of germinal centre B cells having

reduced affinity for antigen.

C.5. Other modulators

Other proteins involved in modulating signals through the BCR include CD72,

and the murine paired immunoglobulin-like receptors (PIRs) PIR-A and PIR-B.  CD72 is

a glycosylated, transmembrane protein involved in inhibiting BCR signalling events such

as the calcium response and B cell proliferation (54).  BCR ligation results in

phosphorylation of CD72 ITIM tyrosine residues and subsequent recruitment of SHP-1.
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The transmembrane protein CD100, expressed on T cells, has been identified as a ligand

for CD72.  The engagement of CD72 by CD100 suppresses the inhibitory affect of CD72

on BCR signals (54).

PIR-A and PIR-B, or their human counterparts known as myeloid

immunogobulin-like receptors (MIRs), are transmembrane glycoproteins (19, 54).  They

are often expressed as a pair on the same cell, with PIR-A being the activating isoform

and PIR-B the inhibitory isoform.  PIR-A appears to act independently of the BCR and is

associated with the FcR gamma chains (19, 54).  PIR-B contains multiple ITIM motifs

that are constitutively phosphorylated and associated with SHP-1.  Co-ligation of PIR-B

and the BCR reduces calcium signalling, inhibits tyrosine phosphorylation of Ig! /" , Syk,

Btk and PLC# and reduces B cell proliferation (54).

D.  Calcium signalling in B cells

BCR stimulation results in a series of signalling events, in part, aimed at

modulating intracellular calcium concentration.  Because there are numerous proteins

whose activity is regulated by calcium, an increase in intracellular calcium concentration

can lead to multiple downstream effects (23).  Calcium has been shown to not only

directly amplify signals, but also to modulate protein activity in response to BCR-

mediated signals (63, 64).  The intracellular calcium flux also activates transcription

factors including nuclear factor of activated T cells (NFAT) and NF&B resulting in gene

transcription (29-31).  Ultimately, the changes in gene expression are translated into

cellular changes such as proliferation and differentiation into antibody producing plasma

cells.
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D.1. Calcium signalling and reactive oxygen species

Reactive oxygen species (ROS), specifically H2O2, have been implicated in the

regulation of BCR signalling.  It is hypothesized that in na•ve mature B cells phosphatase

activity predominates, preventing the signalling events observed with BCR activation

(63).  Upon BCR ligation, the BCR becomes localized in the proximity of a ROS-

producing NADPH oxidase.  The increased H2O2 concentration creates an oxidizing

environment around the BCR, inhibiting local phosphatases and allowing kinase activity

to dominate.  Syk and Lyn activity further activate the NADPH oxidase to amplify the

signal.

Consistent with this model, a recent study demonstrated a link between ROS and

the regulation of calcium flux in the A20 mouse B cell line (64).  ROS production seems

to be necessary for BCR-mediated activation of Lyn and the subsequent calcium flux.

The NADPH oxidase, dual oxidase 1, was identified as being involved in this process.  It

appears that the extent of calcium flux also affects ROS production in a positive feedback

loop, suggesting that calcium may somehow modulate the activity of the NADPH

oxidase.

D.2. Changes in gene expression

B cell activation and differentiation are long-term events that are strongly

dependent on sustained calcium signalling since they require several sequential rounds of

gene transcription (65).  There are primarily two categories of calcium-dependent gene

expression, one that is mediated by calcineurin and the other by calcium/calmodulin

dependent kinase (CAMK) II (18, 65).  Both calcineurin and CAMKII can be modulated
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by phosphorylation as well as by interaction with the calcium responsive protein

calmodulin (66).  Another, recently characterized, pathway for calcium dependent gene

expression involves PKC (35, 67, 68).

D.2.1. Calcineurin.  Calcineurin, otherwise known as protein phosphatase 2B, is

a serine/threonine protein phosphatase (66, 69) and is the predominant calmodulin

binding protein detected in B cell lysates (70).  It is a heterodimeric protein consisting of

ÔAÕ and ÔBÕ subunits (66, 69).  The ÔAÕsubunit (~59 kDa) contains the catalytic site and

the calmodulin binding domain, while the ÔBÕ subunit (~19 kDa) binds four calcium ions

and is myristoylated (66, 69).  The ÔBÕ subunit is absolutely required for enzyme activity,

as calcium binding is thought to be important in the folding and stabilization of the ÔAÕ

subunit (66).  Calcineurin appears to be phosphorylated in vivo, but the physiological

relevance of this modification is not known (69).

The importance of calcinuerin in the B cell immune response is emphasized by in

vitro and in vivo studies.  Inhibition of calcineurin activity has been shown to prevent

BCR-mediated events such as apoptosis in the murine immature B cell line WEHI-231

and proliferation of splenic B cells (71, 72).  In a mouse model, conditional deletion of

the calcineurin ÔBÕ subunit in B cells results in reduced BCR-mediated cell proliferation

(73).  T cell-dependent B cell responses result in reduced antigen-specific antibody

production as well as larger germinal centers, likely because of a defect in plasma cell

differentiation (73).

Calcineurin has broad specificity, with a key substrate in lymphocytes being

NFAT (65).  Upon intracellular calcium elevation, calcineurin becomes activated and
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dephosphorylates the transcription factor NFAT that can then translocate into the nucleus

(65).  There is also some evidence that it may be involved in NF&B activation although

the mechanism by which this is accomplished is not known (65, 74, 75).

D.2.2. CAMKII.   CAM kinases are broadly expressed, multifunctional

serine/threonine protein kinases (66, 76).  There are four distinct classes of CAMKII

encoded by separate genes, with each class being comprised of multiple isoforms.  Two

of the four classes of CAMKII (# and ( ) are expressed in B lymphocytes (77).  CAMKII

is comprised of multiple (6-12) identical or different subunits each ranging from 54 to 60

kDa in size (66, 76).  Each subunit has an N-terminal catalytic domain with an adjacent

autoregulatory domain that also contains a calmodulin-binding domain (24, 66, 76).

The level of CAMKII activity is dependent upon the initial frequency of calcium

oscillations and as such is a reflection of the degree of calcium flux (24, 66).  Upon

changes in intracellular calcium concentration, calcium/calmodulin binds to one or more

subunits of CAMKII, resulting in subunit kinase activation and autophosphorylation.

Once a subunit is activated, it can then phosphorylate and activate adjacent subunits.  The

number of subunits activated is dependent upon the strength of the calcium signal.  Once

a subunit is autophosphorylated, CAMKII activity can be sustained even after

calcium/calmodulin dissociates from the enzyme.

Very little is known about the mechanism by which CAMKII modulates gene

transcription.  It has been speculated to be indirectly involved in NF&B activation (24).

NF&B is kept inactive by interacting with the inhibitor of NF&B (I&B) within the

cytoplasm.  After an increase in intracellular calcium levels, calcium/calmodulin binds
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CAMKII resulting in its activation.  A cytoplasmic isoform of CAMKII then

phosphorylates the enzyme I&B kinase (IKK) which, in turn, phosphorylates I&B.  I&B

can then dissociate from NF&B allowing NF&B to translocate to the nucleus.

In addition to possible regulation of NF&B, CAMKII has been shown to

phosphorylate the Ets-1 protein within the nucleus and negatively regulate its interaction

with specific enhancer and promoter elements (78, 79).  This effect of CAMKII counters

the positive regulation of Ets-1 by calcineurin (79).

D.2.3. Protein kinase C.  Recent reports have also implicated PKC in BCR-

mediated NF&B activation.  The PKC family is divided into four sub-groups (35).  Of

these sub-groups, only the conventional sub-group of PKCs (! , " 1/11 and #) require both

calcium and DAG for activation.  In B lymphocytes, it appears that PKC"  is required to

activate IKK, the kinase involved in NF&B activation (67, 68).  B cells from mice

deficient in PKC"  fail to activate NF&B and, subsequently, BCR-mediated survival (68).

D.3. Calcium and specificity of gene expression

B cells can respond to antigen in a variety of ways depending on their stage of

development because of calcium-dependent differences in gene expression (80).  The

amplitude, duration and frequency of the calcium flux in B lymphocytes controls the

differential activation of calcium sensitive transcriptional regulators including NF&B,

JNK and NFAT (65, 74, 75).  These transcription regulators work together in varying

combinations to translate the calcium flux into gene transcription.  NF&B and JNK are

selectively activated by a large transient rise in intracellular calcium, while NFAT
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responds to low, sustained calcium levels (30).  Activation of naive B cells results in a

biphasic calcium response characterized by a transient rise followed by a reduced, but

sustained level of intracellular calcium.  Under these circumstances, NF&B, NFAT, JNK

and ERK all become activated (30, 81, 82).  Calcium oscillations also contribute to

determining which combination of transcription regulators becomes active.  Evidence has

indicated that the three IP3R isoforms play a unique role in determining the pattern of

calcium oscillation (83).  Low frequency oscillations recruit NF&B alone, while high

frequencies activate NF&B and NFAT (31).

Differential signalling by calcium is likely important in the regulation of

immunity.  In self-tolerant B cells, antigen engagement of the cell surface BCR results in

a much smaller calcium flux and subsequent activation of NFAT and ERK, but not of

NF&B and JNK (7, 29, 81).  The cells fail to undergo proliferation and instead display

negative selection by being blocked from differentiating into antibody producing plasma

cells (29, 81).  During inhibition of B cell responses, the co-ligation of the BCR and

CD32 by immune complexes results only in a transient calcium spike (84, 85).  This

rapid change in intracellular calcium may result in the specific activation of NF&B and

JNK (30, 82), ultimately preventing B cell activation and proliferation (86).

D.4. Calcium channels in B cells

As mentioned previously, BCR ligation initiates a series of signalling events one

of which is the activation of PLC# (Figure I.2) (22).  PLC# hydrolyzes PIP2 into DAG

and IP3.  The binding of IP3 to its receptor (IP3R) on the ER triggers the first phase of the

calcium response corresponding with the rapid, transient release of calcium from the ER
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Figure I.2.  BCR ligation initiates intracellular calcium signalling by activation of

the PLC# pathway.  Antigen (Ag) binding to cell surface immunoglobulin (Ig) results in

the activation of several protein tyrosine kinases including Lyn which phosphorylates

(red dots) the Ig! /"  ITAM tyrosines allowing for Syk binding.  Syk then

phosphosphorylates a number of substrates including PLC#.  PLC# activation results in

the hydrolysis of PIP2 into DAG and IP3.  IP3 binds its receptor (IP3R) on the

endoplasmic reticulum membrane initiating release of calcium from within the store.

This triggers the influx of calcium from outside the cell through unidentified SOC

channels.  Inset:  The trace represents the relative increase in intracellular calcium over

time as seen upon calcium release and entry at steps indicated numerically.  BCR

stimulation results in a rapid, transient flux followed by the sustained calcium levels.  The

arrow indicates time of BCR ligation.
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lumen into the cytoplasm (23, 24).  Depletion of the intracellular stores triggers the

second phase of calcium flux, characterized by slow, sustained calcium entry into the cell

via plasma membrane associated entry by store-operated calcium (SOC) channels (25-

28).

Although the IP3R is the primary channel involved in store depletion, B

lymphocytes also express another family of ER localized receptor-channels called

ryanodine receptors (RYRs) that may also contribute to BCR-mediated calcium release

(87).  Three isoforms of RYR have been identified, with RYR1 being the main isoform

expressed in B lymphocytes (87, 88).  B cells isolated from patients expressing a mutated

form of RYR1 have enhanced calcium responses suggesting a possible role for RYR1 in

B cell calcium signalling (89).  The specific contribution of RYR1 in this process is still

not known (24).

In hematopoetic cells, a primary contributor to the second phase of the calcium

flux is a class of SOC channels known as the calcium release activated calcium entry

current (CRAC) channels (90). These CRAC channels are responsible for the well-

characterized Icrac current defined by low single channel conductance and very high

selectivity for divalent ions (90).

Three models were initially proposed to explain the mechanism by which store

depletion triggered calcium release (24, 91).  The first was the diffusible messenger

model in which it was speculated that a soluble messenger was released upon store

depletion and diffused to the plasma membrane where it activated CRAC channels (24,

91).  The second was the conformational coupling model.  In this model, activation of

IP3R would induce a conformational change initiating other ER proteins to directly
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interact with the plasma membrane CRAC channels thereby activating them (24, 91).

The third model suggested that store depletion caused ER localized calcium channels to

be transported to the plasma membrane in vesicles (91).  Recent studies have provided

evidence supporting the conformational coupling model.

D.4.1. The CRAC channel.  Although the biophysical profile of the CRAC

channel was known, the identity of the CRAC channel(s) as well as the proteins involved

in regulating its activity have remained a mystery until quite recently.  Initial studies were

directed at investigating the possibility that the CRAC channel was comprised of one or

more of the mammalian homologues of the transient receptor potential (TRP) family of

ion channels first characterized in Drosophila (92).  Overexpression of TRP channels in

mammalian cell lines enhanced SOC entry, while reduced expression of endogeneous

TRP resulted in decreased calcium release (91).  Although these results pointed toward

their involvement in SOC entry, many TRP channels did not have the properties

consistent with that of the CRAC channel.  TRP channels had higher conductance and

less cation specificity (25).  Most TRP family members are permeable to calcium as well

as other cations (24).  As a result, they are also known as nonselective cation channels

(NSCCs).

More recently, RNA interference studies led to the identification of two key,

ubiquitously expressed components of SOC entry, the ER calcium sensor STIM1 (93, 94)

and the pore forming subunit of the Icrac channel Orai1 (also known as calcium release

activated channel modulator; CRACM) (95-98).  Upon store depletion, the calcium

sensing, ER associated, single pass membrane protein STIM1 clusters and localizes into
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puncta just below the plasma membrane where it appears to regulate the opening of

plasma membrane SOC channels (93, 99).  Evidence has indicated that Orai1 comprises

the pore forming subunit of the SOC channel (97, 100).  This integral plasma membrane

protein is ~37 kDa in size and has four putative transmembrane domains (95, 96).  The

functional importance of SOC entry is emphasized by the finding that a point mutation

located near the beginning of the first transmembrane domain of Orai1 causes defective

SOC entry and function in T lymphocytes leading to a form of hereditary severe

combined immune deficiency (SCID) syndrome (95, 101, 102).  However, SOC entry in

B lymphocytes from these same patients is reduced but not abolished, suggesting that

additional calcium entry pathways are involved (102).

D.4.2. Other putative SOC channels.  Several plasma membrane associated

cation channels have been implicated in B lymphocyte calcium entry; however, the

properties of these channels are distinct from those attributed to CRAC channels (103-

109).  Despite being non-excitable, there is some evidence that B lymphocytes express a

calcium channel sharing some properties with conventional L-type voltage-gated

channels (103, 106).  Studies using B cells treated with channel antagonist have

suggested that activation of this L-type channel is important in initiating the second phase

of calcium flux independent of the extent of calcium release (106).

Several TRP channels are known to be expressed and functional in B

lymphocytes, but it is not clear whether they respond to store depletion or other second

messengers (24).  Of the TRP channels expressed, TRPC1 appears to have a role in

calcium entry in B cells.  Reduced BCR-mediated calcium release and entry is observed



24

with disrupted expression of TRPC1 in the DT40 chicken B cell line, indicating that it

may be involved in regulating both aspects of calcium flux (104).  Since the calcium flux

is not abolished, at least one other channel likely contributes to SOC entry.  TRPC7 is

also involved in BCR-mediated calcium entry in DT40 B cells, but its activity appears to

be regulated by DAG rather than store depletion (107).  The Icrac current is intact in cells

in which TRPC7 is knocked out indicating that it is not the channel responsible for the

Icrac current. As well, at least one unidentified NSCC operates in a cooperative fashion

with SOC channels but in response to mechanical stress (108).

Recent evidence has indicated that a few IP3R having high conductance and low

calcium selectivity localize to the plasma membrane where they provide a significant

contribution to BCR-mediated, IP3 dependent cation entry (105, 109).  Together, these

channels likely collaborate to provide functionally different calcium responses.  The

mechanisms by which these variations in calcium flux are sensed and translated into

distinct cellular responses are not completely known (24).

E.  Modulation of B cell receptor-activated calcium signalling by CD20

E.1. CD20 and BCR-mediated calcium entry

Increasing evidence has indicated that the B cell integral membrane

phosphoprotein CD20 (33/35 kDa), similar to Orai1 in size and topology, functions in

BCR mediated calcium entry as a channel or a component of a channel (110-118).  A

small calcium mediated current similar to that observed in B cells has been detected by

whole cell patch clamp analysis in cells ectopically expressing CD20 (114, 115, 119).
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Increased intracellular calcium levels have been observed in CD20 transfected cells using

fluorescence microscopy (114, 115).  Evidence based on the elevated calcium influx

observed in thapsigarin treated chinese hamster ovary cells (CHO) cells ectopically

expressing CD20 strongly indicate that CD20 is involved in store-operated calcium entry

(118).  BCR-mediated calcium entry is reduced upon siRNA down-regulation of CD20

expression in a B cell line (118).  A similar reduction in calcium flux is observed in a

CD20 knockout mouse model, although this observation may be attributed to decreased B

cell surface IgM expression as compared to wild type animals (120).  Interestingly,

CD19-mediated calcium flux was slightly delayed and dramatically reduced in this same

mouse model (120).

E.2. CD20 and the MS4A family

CD20 belongs to the membrane-spanning 4-transmembrane domains, sub-family

A (MS4A) superfamily of proteins (121-123).  The original members of this family

include CD20 (MS4A1), the Fc receptor "  chain (FcR" ; MS4A2), and the hematopoetic-

cell-specific protein HTm4 (MS4A3).  Recently, the genes of at least ten additional

family members have been identified as well as their murine counterparts (MS4a

superfamily) (121-126).  Genes for the majority of these proteins are localized to human

chromosome 11, while some are localized to chromosome 7 (121-123, 125, 126).  These

proteins have overall amino acid sequence identities of 25-40% and are predicted to share

a similar structure with the greatest degree of similarity in the first three transmembrane

domains (121, 122).  Human and mouse CD20 have 73% protein sequence identity with

most of the differences arising from conservative substitutions (Figure I.3) (110-112,
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127).  MS4A family members are expressed in various tissues, although most are found

in lymphoid tissues and hematopoetic cells (121, 122).

The initial members of this superfamily have been studied most extensively.

FcR"  (MS4A2) is a subunit common to the high-affinity IgE receptor (Fc%RI) and low

affinity IgG receptor (Fc#RIII), serving to amplify signals with some evidence indicating

a role in regulating intracellular free calcium (128, 129).  It has recently been determined

that HTm4 (MS4A3) is involved in cell cycle regulation as a modulator of G1/S

transition (130).  The remaining members are largely uncharacterized.  Among these,

MS4A4A, 6A, 7 and 8B are expressed in human B cells (122) (Lili Deng and Julie

Deans, unpublished data).  MS4A6A and MS4A7 are localized to the Golgi complex,

while MS4A4A and MS4A8B are expressed at the plasma membrane.  Recent work

indicates that MS4A8B expression appears to be down-regulated upon activation of

primary B cells and, like CD20, is involved in modulating intracellular calcium (Lili

Deng and Julie Deans, unpublished data).

E.3. CD20 structure

Human CD20 is comprised of 297 amino acids with an expected molecular

weight of ~33 kDa (110-112).  Based on hydrophobicity data and lack of a signal

sequence, the membrane topology of CD20 had been proposed.  CD20 was predicted to

have four transmembrane spans, intracellular N- and C-terminal regions and a single,

small, non-glycosylated extracellular loop between the third and fourth transmembrane

spans (Figure I.4).  The predicted topology was subsequently confirmed by protease

digestion and flow cytometry using Abs generated against unique epitopes in the N- and
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Figure I.3.  Sequences of human and mouse CD20.  Sequences of human CD20

(hCD20) and mouse CD20 (mCD20) are aligned.  Identical amino acids are indicated in

red.  Putative transmembrane domains are underlined and highlighted in yellow.  Putative

CAMKII consensus serine/threonine residues are underlined and highlighted in blue,

while casein kinase II consensus serine residues are underlined and highlighted in green.
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        1                                                              60
 hCD20  MTTPRNSVNG T FPAEPMKGP I AMQSGPKPL F RRMSSLVGP TQSFFMRESK TLGAVQIMNG
 mCD20         M SG P FPAEPTKGP L AMQPAPKVN LKRTSSLVGP TQSFFMRESK ALGAVQIMNG

        61                                                            120
 hCD20  LFHI ALGGLL MIPAGIY API  CVTVWYPLWG GIMYIISGSL LAAT- EKNSR KCLVKGKMIM
 mCD20  LFHI TLGGLL MIPTGVFAPI C LSVWYPLWG GIMYIISGSL LAAAAEKTSR KSLVKAKVIM

        121                                                           180
 hCD20  NSLSLFAAIS G MILSIMDIL N IK I SHFLKM ESLNFI RAHT PYIN IY NCEP A NPSEKNSPS
 mCD20  SSLSLFAAIS G I ILSIMDIL N MTLSHFLKM RRLELI QTSK PYVDIY DCEP S NSSEKNSPS

        181                                                           240
 hCD20  TQYCYSIQSL FLGILS VMLI FAFFQELVI A GIV ENEWKRT CSRPKSNI VL LSAEEKKEQT
 mCD20  TQYCNSIQSV FLGILS AMLI SAFFQKLVTA GIV ENEWKRM CTRSKSNVVL LSAGEKNEQT

        241                                                           300
 hCD20  I EI KEEVVGL TETSSQPKNE EDIEIIP I QE EEEEETETNF PEPPQDQESS PI ENDSSP
 mCD20  I KMKEEI IE L SGVSSQPKNE EEIEIIP VQE EEEEEAEI NF PAPPQEQESL PVENEIA P
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Figure I.4.  CD20 topology.  Sequence information supported by protease digestion data

support the indicated topology of CD20. Putative phosphorylation sites, cysteines and

charged transmembrane residues are highlighted.  Presumed disulfide bond between

Cys167 and Cys183 is indicated by a dotted line.  Residues required for CD20 lipid raft

association are indicated by cross-hatching.  Peptides used to generate anti-CD20N (N)

and anti-CD20C2 (C2) are indicated.  The amino acids in the N- and C-terminal regions

as well as in the extracellular loop are indicated with adjacent numbers corresponding to

their position in the CD20 sequence.
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C-terminal regions (117).  A recent epitope mapping study has indicated that there may

also be an extracellular loop between the first and second transmembrane domains (131).

It is highly likely that this stretch of amino acid residues lies across the top of the plasma

membrane.

The third transmembrane domain contains a single charged residue (Asp137) and

six polar residues possibly forming an amphipathic helix (Figure I.3 and Figure I.4)

(111).  Acidic and polar residues are important for ion permeation through known

calcium and potassium channels, respectively (132-134).  A glutamic acid residue

similarly situated in the third transmembrane span of Orai1 has recently been shown to be

important for calcium selectivity of the channel (97) suggesting that Asp137 may also be

important in CD20 function.

The N-terminal region is ~50 amino acids long, while the C-terminal region is

comprised of ~94 amino acids (110-112).  The C-terminal region is highly charged with

25 acidic residues (22 glutamic acids, three aspartic acids) and eight basic residues (six

lysines, two arginines) (111).  There are no tyrosine residues or known signalling motifs

in the cytoplasmic regions, although there are a number of consensus sites for serine and

threonine phosphorylation (Figure I.3 and Figure I.4) (135).  There are at least two casein

kinase II consensus sites (S/TxxE; x represents any amino acid), both located in the C-

terminal region of CD20 at Ser231 and Ser289 (136).  A total of five putative CAMKII

consensus sequences (RxxS/T; x represents any amino acid) are located in the N-terminal

(Ser35 and Ser36) and C-terminal regions (Ser221, Ser225 and Thr239) (137), with these

sites possibly having elements of the specificity determinants for protein kinase C which

requires basic residues both N- and C-terminal to the serine or threonine (138).
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The CD20 sequence contains five cysteine residues (Figure I.4) (111).  One

cysteine (Cys81) is within the first stretch of hydrophobic residues and is situated in the

region between the first and second transmembrane regions.  Two cysteines (Cys167 and

Cys183) are in the single extracellular loop and likely form a disulfide bond.  The two

remaining cysteines are cytoplasmic, with one situated in the intracellular loop (Cys111)

and one in the membrane proximal stretch of the C-terminal region (Cys220).

Because of their proximity to the membrane, these two cysteines are potential

sites of reversible lipid modification by palmitoyl transferase.  Palmitoylation is required

for the lipid raft localization of a number of proteins including the Src family tyrosine

kinases Lyn and Fyn, several of the G!  signalling proteins and caveolin, a structural

protein of a class of lipid rafts, caveolae (139-141).  CD20 is constitutively present in

lipid rafts and the C-terminal membrane proximal residues 219-225 are required for this

localization (Figure I.4) (117, 118, 142).  One of the cytoplasmic cysteines, Cys220, is

within this stretch of residues.  However, mutation of Cys111 and Cys220 did not affect

CD20 association with lipid rafts (117) (Manjula Kalia and Julie Deans, unpublished

data).  Although not required for CD20 lipid raft localization, these cysteines may still be

palmitoylated as caveolin palmitoylation is not required for its caveolar localization

(140).

E.4. CD20-deficient mouse models

Two CD20-deficient mouse models with slightly differing phenotypes have been

reported in the literature.  In the first model, there were no reported differences in

differentiation and function of B lymphocytes as indicated by expression of cell surface
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markers, proliferation or calcium flux (143).  There were no changes in the expression of

a variety of B cell surface markers, including activation markers, on lymphocytes isolated

from bone marrow, spleen and PeyerÕs patches.  CD20 gene disruption had little affect on

BCR- or LPS-mediated B cell proliferation as monitored using thymidine incorporation.

Serum immunoglobulin levels were also not influenced in un-immunized mice.  There

was no obvious difference in BCR-mediated intracellular calcium levels in splenic B cells

as determined using flow cytometry. A similar observation was made in splenic B cells

exposed to an increasing concentration of extracellular calcium.  The only obvious

phenotype, decreased numbers of B cells of the B1 subset, was attributed to the 129

mouse background on which this strain was established (143).

The second CD20 knockout mouse model was established on a different

background (C57BL/6) and, likely as a consequence, some differences were manifested

in comparison with wild type mice (120).  Normal levels of the different B cell subsets

are present in the CD20 deficient mice. However, cell surface IgM expression was

diminished in immature and mature B cells.  Likely as a consequence, there were fewer

CD5+ B1 cells but greater CD5- B1 cells within the peritoneal cavity as well as fewer

splenic B cells (IgMhi B220lo).  Consistent with the first mouse model, there was no

apparent difference in splenic B cell proliferation as shown by thymidine incorporation in

response to BCR engagement or LPS treatment.  Serum immunoglobulin levels were also

unchanged.  T cell dependent antibody responses appeared to be normal except for a

slight decrease in IgG3 isotype antibody suggesting a possible defect in isotype

switching. Resting and stimulated splenic B cells had similar overall levels of tyrosine

phosphosphorylation as well as comparable levels of activation-dependent
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phosphorylation of several downstream effectors including PLC#, Btk, and MAPK.

Although B cell development, BCR signalling and proliferation were not affected,

disrupted expression of CD20 reduced BCR- and CD19-mediated calcium responses as

mentioned above.  BCR-stimulated splenic B cells had reduced calcium entry as

determined by flow cytometry.  However, this effect was more pronounced upon CD19

ligation despite equivalent expression of CD19 in both wild type and CD20 deficient

cells (120).

E.5. CD20 and lipid rafts

CD20 is associated with lipid rafts (142, 144) and its localization to these

microdomains is required for BCR-mediated cation entry (118).  Upon receptor

stimulation, the BCR transiently co-localizes with CD20 in the plasma membrane (145).

It is possible that it is in these lipid raft microdomains that CD20 localizes high

intracellular calcium levels to B cell receptors during the immediate phase of antigen

recognition.

E.6. Role of CD20 in B cell development and activation

CD20 is expressed from the pre B cell to the mature B cell stage of development,

but is not present upon terminal differentiation into plasma cells (146).  It is thought to be

a modulator of B cell development, activation and differentiation.  Evidence for this role

has primarily come from in vitro studies using anti-CD20 monoclonal antibodies (mAbs).

The anti-CD20 mAbs have several different effects on B cells depending upon the stage

of B cell activation.  1F5 anti-CD20 mAb uniquely induces B cell activation (147-150)
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characterized by the up-regulation of MHCII (150-152) and the oncogenes c-myc (149,

151, 152) and B-myb (153).  Concomitant stimulation of the cell surface receptor CD40

results in the additional up-regulation of c-myb (153) and is required for B cell

proliferation (154).  All anti-CD20 mAbs, including 1F5, have been shown to inhibit

terminal differentiation of mitogen stimulated B cells (148, 155).  It has been speculated

that anti-CD20 antibody prevents B cell proliferation after the G1 phase of the cell cycle

by preventing CD20 regulated calcium influx from being turned off (151).

CD40 appears to have a role in maintaining the conformation of CD20 as anti-

CD40 mAb reverses the effects of IL-4 on CD20.  IL-4 treatment of unstimulated or BCR

activated B cells down-regulates the epitope recognized by the anti-CD20 mAb, L27,

possibly as a result of a conformational change in CD20 (156).  CD40 ligation can

reverse this effect (156) as well as alone result in CD20 internalization in a PKC-

dependent fashion (157).  Both CD40 and IL-4 have important roles in the proliferation

of activated B cells.  Maintenance of CD20 conformation may be important in B cell

proliferation.

E.7. CD20 and B cell adhesion

Antibody studies have also implicated CD20 in modulating B cell adhesion.  1F5

anti-CD20 antibody increases expression of the adhesion molecules CD18 (lymphocyte

functional antigen (LFA)-1 " -chain) and CD58 (LFA-3), while reducing the expression

of one of its ligands, CD54 (ICAM-1) (151, 152).  Ligation of CD20 by B1 antibody,

directed against an epitope which is distinct from that of 1F5, can directly result in both

LFA-1-dependent and LFA-1 independent B cell homotypic aggregation (158, 159).
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Sub-optimal concentrations of antibody preferentially activate LFA-1- and PKC-

dependent aggregation, while higher concentrations of antibody initiate LFA-1- and

PKC-independent aggregation (158).  Another study indicates a more direct role of CD20

in adhesion.  MHCII- and CD40-induced B cell homotypic aggregation in LFA-1

deficient B cells can be abolished by the anti-CD20 mAb R21 (160).  R21 fails to prevent

MHCII and CD40 mediated homotypic adhesion in LFA-1 positive B cells, while alone

triggering LFA-1 dependent adhesion (160).  It is speculated that CD20 engagement by

R21 may activate a signalling pathway leading to LFA-1 dependent adhesion, while

inhibiting the pathway initiating LFA-1 independent adhesion (160).

E.8. CD20 phosphorylation

CD20 is basally phosphorylated in cell lines as well as in activated primary B

cells.  This phosphorylation can be enhanced by activation signals initiated by phorbol

12-myristate 13-acetate (PMA) as well as by ligation of cell surface BCR, CD40 and

CD20 itself (111, 113, 161-163).

The cytoplasmic N- and C-terminal tails of CD20 contain multiple putative

serine/threonine phosphorylation sites (Figure I.4) (137, 162, 163).  Phosphopeptide

mapping of CD20 isolated from untreated cells has shown that the 33 kDa form is

actually more heavily phosphorylated than the 35 kDa form (164).  PMA treatment

results in the phosphorylation of both the 33 kDa and 35 kDa species of CD20, but only

serine residues in the 33 kDa form are phosphorylated, while both serine and threonine

residues are phosphorylated in the 35 kDa form (113, 162).  On the other hand, BCR

stimulation results in phosphorylation of just the 33 kDa form of CD20 (163).
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The identity of the protein kinase (or kinases) responsible for phosphorylation of

CD20 in vivo is not yet been confirmed, however several lines of evidence suggest

several different protein kinases are likely candidates.  In vitro kinase assays indicate that

CD20 can be phosphorylated by several serine/threonine kinases including PKC, casein

kinase II and CAMKII (136, 137, 163, 164).  Tryptic mapping studies indicate

differences in the pattern of CD20 peptide phosphorylation by these kinases (136, 137,

164), which would help explain the presence of differentially modified populations of

CD20 in cells.

An additional level of regulation by PKC is indicated by the enhanced CD20

phosphorylation observed in resting tonsillar B cells treated with the PKC inhibitor H7

prior to PMA stimulation (163, 164).  These results suggest PKC may indirectly

modulate CD20 phosphorylation by either activating a protein phosphatase or inhibiting

another protein kinase.  Phosphopeptide maps from untreated cells compared to cells

treated with H7 treated prior to PMA stimulation show a differential increase in

phosphorylation of unique peptides in both the 33 kDa and 35 kDa forms of CD20 in the

presence of PKC inhibitor (164).  These differences in stimulation-dependent

phosphorylation states indicate that at least one kinase in addition to PKC is likely

responsible for modulation of CD20 phosphorylation (113, 162, 163).

As is the case with many other proteins, phosphorylation of CD20 may regulate

its function.  There appears to be a correlation between the degree of CD20

phosphorylation and its physiological role.  Hairy cell leukemia is a B cell

lymphoproliferative disease characterized by cells having increased phosphorylation of

CD20 with correspondingly high levels of intracellular calcium (165).  It is possible that
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enhanced activity of calcium-activated kinases, specifically CAMKII, under these

conditions may link increased intracellular calcium and kinase activity to that of CD20

hyperphosphorylation (165).  CD20 is reduced in B cells following PMA treatment

suggesting its cell surface expression may be down-regulated by protein kinase C

activation (155).  This possibility is supported by a subsequent study in which PMA

treatment of cells similarly facilitated CD40-mediated CD20 internalization (157).

Interestingly, staurosporine, an inhibitor of protein kinase C as well as other kinases, can

antagonize this effect of PMA, but not the IL-4-mediated change in CD20 epitopic

conformation (156).

E.9. CD20 associated molecules

CD20 exists as an oligomeric complex.  Chemical cross-linking studies have

provided evidence that CD20 is capable of forming dimers and tetramers (114).  Results

obtained using equilibrium gradient centrifugation indicate that although CD20 is a

monomer in Raji B cell Triton X-100 lysates, it exists as at least a ~200 kDa complex in

digitonin (159) comprised primarily of CD20 with a ~45 kDa minor component (166).

This result supports the existence of CD20 tetramers (~140 kDa) as suggested by

chemical cross-linking, but not of CD20 dimers.  CD20 is capable of forming dimers

under non-reducing conditions in vitro and the tetramers observed in the equilibrium

gradient studies may be dimers of such dimers (166).

Several proteins have been shown to associate with CD20.  A protein of ~45 kDa,

perhaps having the same identity as the one observed to associate with CD20 in digitonin,

has previously been shown to co-precipitate with CD20 in NP40 lysis buffer (113).
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Under these same conditions, as yet unidentified 31 kDa and 200 kDa cell surface

proteins have also been shown to associate with CD20 (113).  This ~200 kDa protein may

be the same as one observed to associate with CD20 in Triton X-100 lysis buffer,

identified by mass spectrometry as myosin heavy chain (Haidong Li and Julie Deans,

unpublished data).  In addition to its functional association with MHCII and CD40, there

is evidence that both of these integral membrane proteins are also physically associated

with CD20 as determined by co-precipitation studies in CHAPS as well as, in the case of

MHCII, by flow cytometric electron transfer (153, 156, 160, 167).  In Triton X-100,

CD20 has been shown to be associated with tyrosine phosphorylated molecules of 50 to

65 kDa in size, subsequently identified as Src family kinases including Lyn (168), and the

recently identified p75/80, PAG (48, 113, 168).  CD20 association with the Src family

kinases has been shown to be indirect (169).  Since these Src family kinases and PAG are

enriched in lipid rafts, their association with CD20 may be a consequence of their

common localization (135).

F.  Hypothesis

CD20 monomers assemble into homo-oligomeric complexes that associate with

additional components to regulate BCR activated calcium entry.

G.  Rationale

CD20 is clearly involved in BCR-mediated calcium entry, although its specific

role in this process is not known.  There are several possibilities for its role including 1)

CD20 is itself a calcium channel, 2) CD20 is associated with a channel thereby regulating
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calcium flux via an adjacent channel, or 3) CD20 initiates signals which modulate a

calcium channel.  CD20 phosphorylation state can be modulated by signals generated by

B cell surface molecules (111, 113, 161-163).  Chemical cross-linking studies have

indicated that CD20 can form tetramers (119).  Subsequent studies have indicated that

CD20 exists in a complex of at least 200 kDa comprised of CD20 likely in association

with at least one other protein (159).  Therefore, I sought to identify and characterize

CD20 associated proteins to better understand its role in BCR-mediated calcium entry as

well as its involvement in B cell adhesion and cell cycle regulation.

H.  Objectives

H.1.  To identify the components of the CD20 multimeric complex

H.1.1. Number of CD20 molecules within the complex

H.1.2. Additional proteins and/or lipids within the CD20 complex

H.1.2.1. Cell surface proteins

H.1.2.4. Cholesterol

2.  To examine the dynamics of the components of the CD20 complex in response to

BCR signalling

H.2.1. Lipid raft dependence

H.2.2. Recruitment of additional proteins to the CD20 complex

H.2.2.2. Phosphoproteins

H.2.2.3. Calmodulin-binding proteins
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II.  MATERIALS AND METHODS

A.  Cells

HEK293 cells were grown in DMEM/10% Fetal Bovine Serum (FBS).  BJAB and

Ramos BurkittÕs lymphoma B cell lines were maintained in RPMI/7.5% FBS.  Previously

established BJAB B cells ectopically expressing GFP-tagged to the amino terminus of

wild type CD20 (CD20) (142) as well as Molt4 T cells stably expressing CD20 (Molt

4.CD20), empty vector (Molt 4.V) or one of several CD20 N-terminal (N$50) and C-

terminal (C$219-225; C$226-252; C$252; C$277) cytoplasmic deletion mutants (117,

168) were grown in RPMI/10% FBS with 1mg/mL geneticin for maintenance (Table

II.1).  Chinese hamster ovary (CHO) cells stably expressing either CD20 (CHO.CD20) or

empty vector (CHO.V) were grown in ! MEM/10% FBS with 0.5mg/mL geneticin for

maintenance (118).

              Table II.1.  Amino Acid Residues Deleted in CD20 Mutant Constructs
CD20 Deletion Construct Amino Acids Deleted
N$50 1-49
C$219-225 219-225
C$226-252 226-252
C$252 253-297
C$277 278-297

B.  Antibodies

Flow cytometry and some immunoprecipitations were performed using the anti-

CD20 monoclonal antibodies:  B1 (IgG2a; Coulter, Miami, FL, USA), 2H7 (IgG2b;

provided by Dr. J. Ledbetter, Seattle, WA), NK1 (IgG2b; provided by Dr. A. Hekman),
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R21 (IgM; provided by Dr. W. Mourad, Montreal, QB) and FMC7 (IgM; Serotec,

Raleigh, NC, USA).  Other anti-CD20 antibodies were obtained from the human

leukocyte differentiation workshops IV, VI, and VII.  The antibodies obtained from the

workshops were as follows:  B-H20 (IgG2a), ICO-165 (IgG2a), MEM-97 (IgG1), AT80

(IgG1), LT20 (IgG1), CAT13.7H (IgG1), and CAT13.6E (IgG2a).  Other cell surface

markers were detected using anti-CD45 (9.4; IgG2a; provided by Dr. J. Ledbetter,

Seattle, WA) and anti-CD32 (IgG1; Serotec, Raleigh, NC) mAbs.  Isotype control

antibodies included IgG2a (Southern Biotechnology Associates, Birmingham, AL, USA),

IgG2b (Sigma, St. Louis, MO, USA), IgG1 (Southern Biotechnology, Birmingham,AL)

and IgM (Sigma, St. Louis, MO, USA).  Bound unlabeled antibody was detected by using

FITC-conjugated goat anti-mouse IgG (Southern Biotechnology Associates,

Birmingham, AL, USA) and FITC-conjugated goat anti-mouse IgM (Caltag, Burlingame,

AL, USA) antibodies.

The majority of immunoprecipitation and blotting for CD20 was performed using

previously described anti-CD20 rabbit sera CD20N or CD20C2, directed against an

intracel lu lar  N-terminal  epi tope (ant i -CD20N; residues 25-41;

SGPKPLFRRMSSLVGPT) and intracellular C-terminal epitope (anti-CD20C2; residues

280-297; PEPPZDQESSPIENDSSP), respectively (117, 145).  Additional CD20

immunoprecipitation was performed using rituximab (IDEC Pharmaceuticals, San

Francisco, CA) conjugated to Aminolink coupling gel using the method outlined by

Pierce (Rockford, IL) with human IgG (Fitzgerald Industries International Ltd, Concord,

MA) similarly conjugated to beads as control.  CD20 labeling was done using the L26

monoclonal antibody.  Additional antibodies used for immunoprecipitation included
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rabbit anti-GFP (provided by Dr. L. Berthiaume, Edmonton, AB), anti-CD45 (9.4;

provided by Dr. J. Ledbetter, Seattle, WA) and anti-MHCII (HB10a; provided by Dr. J.

Ledbetter, Seattle, WA).  Antibodies directed against human IgM BCR used for

immunoprecipitation, labeling, stimulation and blotting included unlabelled and

biotin/Cy3/horse radish peroxidase (HRP)-conjugated F(abÕ)2 fragment goat anti-human

IgM Fc5µ   fragment specific antibody and Fab fragment goat anti-human IgM Fc5µ

fragment specific antibody (Jackson ImmunoResearch Laboratories, West Grove, PA).

Preimmune CD20C2 rabbit serum and goat serum as well as (human IgG) non-immune

rabbit IgG (Cedarlane, Hornby, ON) were used as controls for immunoprecipitation

where appropriate.  Additional blotting antibodies included biotin- labeled anti-

phosphotyrosine (4G10), prepared using the method provided by Pierce, and anti-

phosphoserine/threonine (BD Transduction Labs, Oakville, ON).  Secondary blotting

antibodies included protein A-HRP (Biorad, Mississauga, ON), neutralite avidin-HRP

(Southern Biotech, Birmingham, AL) and goat anti-mouse IgG (H+L)-HRP (Chemicon

International Inc, Temecula, CA) for visualization using a Flour-S MAX imager (Biorad,

Mississauga, ON) as well as IR Dye 800 CW streptavidin (LI-COR Biosciences, Lincoln,

NE) and IR dye 700 DX conjugated affinity purified goat anti-rabbit IgG (H+L)

(Rockland, Gilbertsville, PA) used for visualization using an Odyssey Infrared Imaging

System (LI-COR Biosciences, Lincoln, NE).  The ganglioside GM1 was detected using

biotin-labeled cholera toxin B subunit (CTX; Sigma, Saint Louis, Missouri).  Indirect

labeling was performed using Cy3-conjugated streptavidin (Jackson ImmunoResearch

Laboratories, West Grove, PA), Cy3-conjugated goat anti rabbit IgG (H+L) (Jackson

ImmunoResearch Laboratories, West Grove, PA) Cy3 conjugated F(abÕ)2 fragment goat
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anti-mouse IgG (H+L), (Jackson ImmunoResearch Laboratories, West Grove, PA) or

streptavidin-Cy3 (Jackson ImmunoResearch Laboratories, West Grove, PA) where

appropriate.  Biotinylated calmodulin, bovine brain (Calbiochem, San Diego, CA) was

used for the calmodulin overlays.

C.  Transfections

Transfection of HEK293 cells was performed using constructs and methodology

described previously (159).  Briefly, the cells were grown to ~50% confluence and

transfected by the calcium phosphate method with 20 µg human CD20 or extracellular

domain mutant construct cDNA (Table II.2).  At 2 days post-transfection, cells were

washed with phosphate-buffered saline (pH 7.2) (PBS; 140mM NaCl, 2.5mM KCl,

10mM Na2HPO4, 2mM KH2PO4), lifted off the culture plates by scraping, and then

divided for analysis by flow cytometry or for lysis and immunoprecipitation.  For

experiments addressing the quantity of subunits within the CD20 complex, cells were

transfected with 5µg CD20 and 15µg CD20.C$277 cDNA constructs.

Table II.2.  Amino Acid Residues Substitutions in CD20 Extracellular Loop
Mutants
CD20 Construct Extracellular Loop Mutations
human AxP at positions 170 to 172
AxP/SxS residues AxP (positions 170 to 172) in hCD20 converted to

murine residues SxS at equivalent positions
h/m CD20 residues 142 to 184 in hCD20 converted to murine residues at

equivalent positions
SxS/AxP residues SxS (positions 162 to 164) in mCD20 converted to

human residues AxP at equivalent positions
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D.  Immunofluorescence flow cytometry

Cells (1 X 106 per sample) were incubated in PBS/2% FBS with FMC7, anti-

CD20, or control mAbs, either at room temperature for 15 min or on ice for 30 min.

Bound antibody was detected with FITC-conjugated secondary antibody and a FACScan

cytometer (Becton Dickinson, San Jose, CA, USA).  Mean fluorescence values were

obtained using a log scale.  Isotype controls were gated so that the fluorescence was

within a consistent range.  Calibration beads (CaliBRITE Beads; Becton Dickinson) and

FACSComp software (Becton Dickinson) were used daily to monitor instrument

performance, set fluorescence compensation and maintain quality control.  CellQuest Pro

software (Becton Dickinson) was used for data analysis.

E.  Biotinylation

Biotinylation of intact cells was performed using 1mg/mL biotin (Pierce,

Rockford, IL) for 1 X 108 cells/mL in PBS for 10min at room temperature.  Unreacted

biotin was quenched with a final 50 mM TRIS-HCl (pH 7.5) for an additional 10 min.

Cells were pelleted, the supernatant aspirated and then washed four times with a vast

excess of PBS.  Cells were then resuspended at an appropriate final density (2 X 107

BJAB cells or 5 X 107 Ramos cells/sample) for lysis, cholesterol depletion or receptor

stimulation.

F.  Cholesterol modulation

Using previously established conditions, Ramos cells (1 X 107 cells/mL in PBS)

were treated with 10mM methyl-beta-cyclodextrin (M" CD; Sigma, Oakville, ON,
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Canada) or with cholesterol: M" CD complex (1.4 mM cholesterol in 10 mM M" CD)

(Sigma) for 15 min at room temperature, and washed prior to labeling or lysis (46, 48).

Where indicated, cells were treated with cholesterol:M" CD complex at 15 min intervals

for 2 h. Subsequent labeling steps were performed in PBS to avoid cholesterol repletion

by FBS.

G.  Immunoprecipitation

For immunoprecipitations, cells were washed, pelleted and lysed in 1% Triton X-

100 or 1% digitonin lysis buffer containing protease inhibitors (1 µg/mL aprotinin, 1

µg/mL leupeptin, 1 mM NaVO4, 1 mM NaMoO4, 1 mM phenylmethylsulfonyl fluoride

[PMSF], 1 mM EDTA) for 15min on ice.  The detergent insoluble material was pelleted

at 13 000g for 15 min at 4oC. Residual detergent insoluble material was cleared using a

Beckman TL-100 ultracentrifuge at 100 000g for 1 hr at 4oC for the indicated

experiments.  The soluble lysates were transferred to clean tubes and incubated with or

without antibody for at least 2 hrs on ice at 4oC followed by the addition of either protein

A sepharose, protein G sepharose or avidin beads depending upon the

immunoprecipitating antibody.  Samples were rotated for 1 Ð 2 hrs, pelleted and then

washed three times with 0.1% to 1% detergent lysis buffer, alternating between high salt

(500 mM NaCl) and low salt (150 mM NaCl) containing buffers, and once with PBS all

containing protease inhibitors.  Proteins that were immunoprecipitated using antibody

directly conjugated to beads were rotated overnight.  The immunoprecipitated proteins

were solubilized in 2X sodium dodecyl sulfate (SDS) sample buffer.



47

H.  Cell stimulation

Unlabelled or biotinylated cells and stimulating antibody were equilibrated on ice

or at 37oC prior to stimulation.  Cells were untreated or stimulated with F(abÕ)2 or Fab

fragment goat anti-human IgM Fc5µ fragment specific antibodies (50 µg antibody/1 X

108 cells) at the temperatures and times indicated.  Cell stimulations were halted with

either the addition of an equal volume of 2% digitionin lysis buffer containing twice the

concentration of inhibitors or rapidly pelleting the samples at 4oC, aspirating the

supernatant and adding an appropriate volume of 1% digitonin lysis buffer containing

protease inhibitors.  The serine/threonine phosphatase inhibitor microcystin-LR (1 µM;

provided by Dr. S. Lees-Miller) was included in the lysis buffer for experiments

examining CD20 association with serine/threonine phosphorylated proteins.  After at

least 15 min lysis on ice, detergent insoluble matter was pelleted and the soluble lysate

was transferred to clean eppendorf tubes and small aliquots combined with sample buffer

in separate eppendorf tubes (pre IP lysates) prior to immunoprecipitation.  When testing

the requirements for cell surface immunoglobulin dissociation from CD20 in lysate,

biotinylated B cell lysate was incubated with F(abÕ)2 anti-µ antibody for 15 min on ice

before immunoprecipitation.

To test the requirements of signalling events on the dissociation of cell surface

immunoglobulin from CD20, cell surface biotinylated cells were treated with inhibitor

using previously established conditions (142, 170, 171).  Ramos B cells (5 X 107

cells/sample) were treated with DMSO, 10 µM staurosporine for 15 min, 50 µg/mL

piceatannol (provided by Dr. S. Robbins) for 30 min, or 100 µM PP2 for 5 min at 37oC.
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Cells were untreated or stimulated with anti-µ  for 5 min at 37oC, lysed and

immunoprecipitated.

I.  Calmodulin pulldown

Ramos B cells (1 X 109 cells/sample) were stimulated with anti-µ antibody for 5

min at 37oC.  Cells were lysed, cleared and then divided for immunoprecipitation.

Immunoprecipitated protein was eluted from the beads using 100 mM glycine (pH 2.5)

and neutralized with a final concentration of 100 mM TRIS-HCl (pH 8.0).  Eluted protein

was concentrated using centrifugal devices with a 5000 kDa molecular weight cut-off

(Amicon, Bedford, MA).  Calmodulin-conjugated beads (provided by Dr. M. Walsh)

were added to the concentrated samples to pull down calmodulin binding proteins.

Samples were resuspended in sample buffer, analysed by SDS-PAGE and proteins

visualized using PageBlue Protein Staining Solution (Fermentas, Burlington, ON).

J.  Western blotting and calmodulin overlay

Proteins in samples were separated by SDS-PAGE under reducing conditions and

transferred to Immobilon P membranes (Millipore, Bedford, MA).  Prestained MW

markers (New England Biolabs, Beverly, MA) were run on each gel.  Membranes were

blocked with 5% BSA/ TTBS (0.05% Tween-20, 20 mM TRIS-HCl (pH 7.5), 150 mM

NaCl), blotted using either unlabeled antibody and detected using the appropriate HRP

conjugated secondary or HRP directly conjugated antibody.  Proteins were visualized

using enhanced chemiluminescence (Pierce, Rockford, IL) and recorded using a Fluor-S

MAX imager (Biorad, Mississauga, ON).
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Most samples for calmoduin overlay were prepared as for western blot analysis

except 1 mM CaCl2/ TBS (20 mM TRIS-HCl (pH 7.5), 150 mM NaCl) buffer was used

in all steps and the membranes were incubated in 4 µg biotinylated calmodulin/mL 5%

BSA/1 mM CaCl2/TBS followed by the appropriate secondary.  For the experiment

demonstrating the specificity of calmodulin binding, 1 mM CaCl2 was substituted with 5

mM EDTA.

For the indicated calmodulin overlay, samples were run on SDS-PAGE reducing

gels and transferred to nitrocellulose at 50 V for 1.5 hr plus 100 V for 30 min.  The

membrane was washed in PBS, blocked for 1.5 hr in 1 mM CaCl2/Odyssey Infrared

Imaging System Blocking Buffer followed by a 1.5 hr incubation with 4µg biotinylated

calmodulin/mL Odyssey Infrared Imaging System Blocking Buffer containing 1 mM

CaCl2 and 0.1% Tween.  The membrane was then washed four times in 0.1% Tween-

20/PBS, incubated with streptavidin-800 CW/0.1% Tween-20/1 mM CaCl2/Odyssey

Infrared Imaging System Blocking Buffer for one hour, washed with 0.1% Tween-

20/PBS, rinsed with PBS and scanned using the LI-COR Odyssey System.  The

membrane was reblotted for CD20 to confirm loading using a similar method except

incubating with anti-CD20C2 followed by goat anti-rabbit IgG-700 DX secondary

without adding calcium to the buffer.

K.  Equilibrium gradient centrifugation

Cleared digitonin lysates prepared from untreated or M" CD treated Ramos cells

(1 X 108 cells/sample) were layered onto a 5% to 40% linear sucrose gradient containing

0.5% to 1% digitonin and centrifuged in a Beckman L8-70M ultracentrifuge at 170 000g
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for 17 hr at 4oC using a SW41 rotor.  Fractions (1 mL) were collected from the top of the

gradients with the size of the protein complexes becoming correspondingly larger with

fraction number. Equal aliquots of each fraction were mixed with SDS sample buffer.

CD20 and BCR containing samples were identified by western blot analysis.

L.  Sucrose density gradient centrifugation

Detergent resistant rafts were isolated by sucrose density gradient centrifugation

as described previously (142).  Briefly, Ramos (1 X 108/sample) and unstimulated or

Cy3-F(abÕ)2 fragment goat anti-human IgM Fc5µ  fragment specific antibody stimulated

BJAB CD20.GFP (5 X 107/sample) cells were lysed in 1 mL 1% Brij-58 lysis buffer

containing inhibitors as described above.  Lysates were dounce homogenized with fifteen

strokes and combined with an equal volume of 80% sucrose/MBS for a final 40%

solution.  Discontinuous density gradients were made by layering 5 mL 30%

sucrose/MBS on top of the 40% layer followed by 5 mL 5% sucrose/MBS.  Samples

were centrifuged in a Beckman L8-70M ultracentrifuge at 170 000g for 17 hr at 4oC

using a SW41 rotor.  Fractions (1.5 mL) of the Ramos gradients were collected from the

top of the gradient with fractions being numbered from top to bottom.  Equal aliquots of

each fraction were combined with SDS sample buffer for subsequent western blot

analysis.  For microscopy, BJAB CD20.GFP detergent resistant membrane (DRM)

fractions were concentrated in MBS using a Beckman L8-70M ultracentrifuge at 170

000g for 1 hr at 4oC using a SW41 rotor.  After decanting the supernatant, the pellets

were resuspended in MBS containing inhibitors and transferred to chilled eppendorf

tubes.  Unstimulated BJAB CD20.GFP samples were fixed at a final 1% PFA for 20 min



51

on ice, pelleted and the supernatant removed for subsequent counter-staining.

M.  Immunofluorescence microscopy

BJAB CD20.GFP DRM samples were resuspended in cold PBS containing

inhibitors, aliquoted into eppendorf tubes (~2 X 106 cell equivalents/50 µL sample) and

incubated with unlabeled, Cy3-conjugated or biotin-conjugated reagent for a minimum

30 min on ice.  Samples were pelleted at 13000g for 15 min at 4oC, washed with cold

PBS with inhibitors and then incubated with appropriate secondary for 30 min on ice.

Samples were pelleted and washed once again, resuspended in PBS with inhibitors and

mounted onto slides.  Samples stimulated using directly conjugated Cy3 antibodies prior

to raft isolation were mounted directly onto the slides.  Imaging was performed using the

Delta Vision Image Restoration Microscopy System (Applied Precision, Issaquah, WA),

the images were scaled using SoftWorX image analysis software and analysis performed

using Colocalizer Pro software (Colocalization Research Software, Boise, ID).
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III.  CD20 IS THE MAJOR COMPONENT IN AN OLIGOMERIC COMPLEX

A.  Introduction

Since CD20 had been shown to be involved in BCR-mediated calcium entry,

there is a possibility that CD20 itself forms a calcium channel.  Many channels are

comprised of four, five, or six subunits assembled together to form a pore (172).  Cation

channels such as the TRP channels are capable of assembling into hetero-oligomers as

well as homo-oligomers (173, 174).  The newly identified CRAC channel, Orai1, has a

topology similar to CD20 and is capable of forming homo-oligomers (95-98).  The first

evidence of homo-oligomerization of CD20 came from studies using a membrane

permeable chemical cross-linker which suggested that the CD20 monomer can aggregate

to form dimers and tetramers (114).  However, chemical cross-linking can sometimes

provide artificial results.  Depending upon the reagent, cross-linking may be inefficient

because some proteins may not contain enough available or appropriate residues for

covalent attachment to the reactive group(s) of the cross-linker.  As well, the length of the

spacer in the cross-linking reagent may not be long enough to extend between adjacent

molecules.  At the other extreme, chemical cross-linking may cause excessive non-

specific aggregation of proteins.

Another approach that can be used to examine protein multimerization is

equilibrium gradient centrifugation.  This is a method whereby native protein complex

size is determined by its localization in a linear sucrose gradient after solubilization in

detergent.  Since detergents differentially preserve the complexity of transmembrane and
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associated proteins, the size of the protein complex is influenced by the detergent used, as

well as the nature of the protein-protein interactions (175).

My earlier results from equilibrium gradient centrifugation studies indicated that

CD20 migrates as a monomer in Triton X-100 lysates, but as a complex of at least 200

kDa in digitonin lysates prepared from Raji B cells (159, 166).  Digitonin lysates

prepared from other B cell lines were also fractionated by equilibrium gradient

centrifugation and analysed by CD20 western blot.  The results revealed that the size of

the CD20 complex in digitonin lysates appears to be consistent across B cell lines,

suggesting that CD20 likely associates with the same or similar proteins in the various

cell lines tested.  The size of the complex supports the existence of CD20 tetramers (~140

kDa), as shown by chemical cross-linking, but not of CD20 dimers.  CD20 is capable of

forming dimers under non-reducing conditions in vitro and the oligomers detected in the

equilibrium gradient studies may be dimers of such dimers (166).

Since the equilibrium gradient results were consistent with those obtained by

chemical cross-linking, it seemed possible that the CD20 complex in digitonin reflected

the existence of a similar complex in intact cell membranes.  Digitonin has been

successfully utilized to maintain transmembrane complexes that are labile in other

detergents and, as a result, would not have been detected otherwise.  For example, the

BCR complex, which is composed of cell surface IgM or IgD associated with Ig! /" , is

labile in NP-40 (176, 177), but preserved in digitonin (178).  However, there was still the

possibility that the CD20 complex in digitonin may not have been representative of the

CD20 multimer in the plasma membrane.  Digitonin lysis may have artificially

aggregated proteins by not solubilizing the plasma membrane sufficiently or by
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encouraging hydrophobic interactions between various solubilized transmembrane

proteins.  In this chapter, evidence supporting the physiological relevance of the CD20

complex isolated in digitonin is presented.  In addition, co-precipitation studies were

carried out to demonstrate the ability of CD20 to form homo-oligomers as well as to

determine the number of CD20 monomers within the complex.

B.  Results

B.1. Evidence that CD20 exists as a multimer in the plasma membrane

Epitope mapping studies have demonstrated that two common anti-CD20

antibodies, 2H7 and B1, elicit different responses upon CD20 ligation as a result of their

different specificities (159).  2H7 binding is dependent upon a non-continuous series of

amino acids (INxxNxxxAxP; residues 162 to 172 with x indicating the identical amino

acid at the same position in both murine and human CD20 sequences) in the CD20

extracellular loop, while B1 binding requires only AxP (residues 170 to 172 with x

indicating the identical amino acid at the same position in both murine and human CD20

sequences) to retain its epitope (refer to Figure I.3 and Figure I.4) (159).  The 2H7 anti-

CD20 mAb can precipitate only a small fraction of CD20 protein from Triton X-100

lysates compared to B1, even though analysis by flow cytometry indicates that it binds at

least as well as B1 to CD20 at the cell surface (142, 144, 159).  We hypothesized that the

2H7 mAb can only recognize CD20 in its native form, which might be preserved in

digitonin lysates, whereas it cannot recognize the monomeric form of CD20 in Triton X-

100 lysates.  If this were true, then 2H7 should be as effective as other CD20 antibodies
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in immunoprecipitating CD20 from digitonin lysates.  To test this hypothesis, CD20

immunoprecipitations were performed from cell lysates prepared with either digitonin or

Triton X-100.  Immunoprecipitation of CD20 by 2H7 was indeed as effective as B1 when

cells were lysed in digitonin (Figure III.1). Note that differentially phosphorylated CD20

is detected as a 33kDa/35kDa doublet by immunoblot (162).  Specific recognition of the

CD20 complex in digitonin lysates by the 2H7 antibody, which only recognizes

extracellular conformational epitopes of CD20, suggested that the CD20 complexes

present in digitonin lysates maintain the native configuration of CD20 in the plasma

membrane.  Since digitonin likely maintained a physiologically relevant complex,

digitionin was used in subsequent experiments directed at identifying and characterizing

CD20-associated proteins.

B.2. CD20 exists as a homo-oligomeric complex

In order to determine the major component(s) of the CD20 complex, Ramos B

cells were lysed in digitonin and CD20 was immunoprecipitated using rituximab

antibody that had been covalently conjugated to Sepharose beads.  Co-precipitated

proteins were separated by SDS-PAGE and visualized by PageBlue Protein Staining

Solution.  Upon comparison with control, the most prominent specifically stained

proteins in CD20 immunoprecipitates were ~30 kDa, ~33 kDa and ~35 kDa (Figure

III.2).  Mass spectrometry analysis of the 33 kDa and 35 kDa bands excised from the

PageBlue protein stained gel was performed.  Peptide mass fingerprint data indicated

that, although there was a possibility that the matches were random, the most likely

match was with MS4A1 (CD20) having 20% (33 kDa band) and 25% (35 kDa band)



56

Figure III.1.  The CD20 complex in digitonin is recognized by an antibody against a

conformational epitope.  Raji B cells (3 X 107 cells/sample) were lysed in either 1%

Triton X-100 or 1% digitonin.  Cleared lysates were immunoprecipitated with either

isotype control mAb (IgG2b) or CD20 mAb (B1 and 2H7).  CD20 immunoblots were

performed (upper panel) and were analyzed by densitometry (lower panel) and the

relative density of the CD20 bands was expressed as the percent of the amount

precipitated by B1.  Arrows indicate CD20 which migrates as a 33/35 kDa doublet due to

differential phosphorylation.  Data are representative of three experiments.
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Figure III.2. CD20 is the primary component of an oligomeric complex retained in

digitonin.  Ramos B cells (2 X 108 cells/sample) were lysed in digitonin.  Cleared lysate

was divided into two samples.  One sample was immunoprecipitated using human IgG-

conjugated beads (CT), while the other sample was immunoprecipitated using rituximab-

(CD20) conjugated beads.  Samples were run on SDS-PAGE and the proteins visualized

using Fermentas PageBlue Protein Staining Solution.  Arrows indicate protein bands

corresponding with immunoprecipitating antibody heavy (IP HC) and light (IP LC)

chains as well as the 33/35 kDa CD20 doublet.  Data are representative of at least ten

experiments.
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sequence coverage.  These results supported the probability that CD20 was the most

abundant protein in the complex, indicating homo-oligomerization of CD20 monomers.

Mass spectrometry analysis of the  ~30 kDa protein indicated that it was a degradation

product of the immunoprecipitating antibody.

Additional, specific protein bands, although not obvious in Figure III.2, were also

detected suggesting CD20 association with other proteins.  The most prominent migrated

at ~80 kDa.  Some bands were detected only in the control sample, but not in the CD20

immunoprecipitate (Figure III.2).  Although the same volume of antibody conjugated

beads was added to both samples, more control antibody was conjugated to the beads,

thereby increasing the quantity of non-specific proteins immunoprecipitated.  As well, the

control human IgG antibody, which was a mixture of IgG isotypes, is not an exact match

for the chimeric rituximab CD20 mAb, which has mouse variable domains fused to

human IgG1 constant regions.

To further examine the ability of CD20 to form stable oligomers, we utilized

BJAB B cells stably expressing GFP-conjugated CD20 (CD20.GFP) as well as

endogenous CD20.  The two forms of CD20 could be distinguished by size using SDS-

PAGE.  GFP was then immunoprecipitated and the samples analysed by CD20 western

blot.  The specificity of the anti-GFP antibody had previously been confirmed.  BJAB B

cells were lysed in digitonin and immunoprecipitated for either GFP or CD20.  Western

blot analysis revealed the presence of CD20 in only the positive control and not in the

anti-GFP antibody immunoprecipitate.  Although the immunoprecipitating antibody

specifically detects CD20.GFP, endogenous CD20 co-precipitated with CD20.GFP,

confirming the homo-oligomerization of CD20 (Figure III.3).  Immunoprecipitation using
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Figure III.3.  CD20 forms homo-oligomers.  BJAB B cells stably expressing

CD20.GFP (2 X 107 cells/sample) were lysed in digitonin.  Cleared lysates were

immunoprecipitated with non-immune rabbit IgG control (CT), anti-GFP rabbit serum

(GFP) or anti-CD20 rabbit serum (CD20).  Samples were analysed by CD20 western

blot.  Note the co-precipitation of endogenous CD20 with CD20.GFP.  Arrows indicate

CD20.GFP and endogenous CD20.  Data are representative of four experiments.
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an antibody directed against CD20 brought down CD20.GFP and endogenous CD20 in

proportions of approximately 1:2 respectively, consistent with their relative abundance in

total lysates.

Although these data confirmed that CD20 has the capacity to form homo-

oligomers, the number of CD20 monomers in the complex could not be determined using

this system because CD20.GFP is over-expressed and the amount of co-precipitated

endogenous CD20 would not necessarily reflect an accurate ratio of association.  Ideally,

if exogenous CD20.GFP was expressed at a low enough level so that only one molecule

would be present per complex, the number of endogenous CD20 associated molecules

could be estimated.  There was also the additional concern of GFP dimerization (179),

since this could lead to artifactual oligomerization and, in turn, an overestimation of the

extent of CD20 aggregation.

B.3. CD20 is likely a tetramer

In order to further examine the homo-oligomerization of CD20 and to try to

determine the number of CD20 molecules in the complex, a GFP-independent

experimental system was used that allowed limiting expression and immunoprecipitation

of a truncated form of CD20 that could be distinguished from wild type CD20 by size on

immunoblots and which lacks an epitope present in the co-expressed CD20 protein.

Differing amounts of wild type CD20 (CD20) and CD20 lacking the membrane distal C-

terminal amino acid residues 278 to 297 (CD20.C$277) were transiently co-expressed in

HEK293 cells (which do not express endogenous CD20).  It was anticipated that

truncation of the C-terminus would not affect complex formation, since there was no
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detectable disruption upon deletion of the majority of the CD20 cytoplasmic C-terminal

region, as previously determined by equilibrium gradient centrifugation (166).

First, we confirmed that the anti-CD20C2 antibody, which was generated against

residues 280-297, could immunoprecipitate CD20 but not CD20.C$277 from Molt-4 T

cells independently transfected with one or the other construct (Figure III.4).   Then, the

two constructs were co-transfected with CD20 in limiting amounts.  It was expected that

their ratio of association, measured at the lowest detectable amount of CD20, would

predict the total number of CD20 molecules in each complex (180).  In other words,

reduced expression of one form of CD20 would dilute it sufficiently so that only one

molecule would be present within each complex comprised primarily of the other, more

abundantly expressed population of CD20 molecules.  The ratio of the two forms of

CD20 would then reflect the number of molecules within each oligomer.

The optimal conditions for transient transfection of HEK293 cells with CD20

construct using the calcium phosphate method had previously been established by flow

cytometry (166).  Transfection with 2 µg DNA construct provided the lowest detectable

amount of CD20, while 20 µg of DNA construct gave optimal expression.  CD20

expression was maximal two to three days post-transfection.  Based on these criteria, 20

µg total cDNA was transfected with no less than 2 µg of either construct.

CD20 and CD20.C$277 constructs were transiently expressed in HEK293 cells

with CD20 in limiting amounts (Figure III.5, lane 4).  After digitonin lysates were

prepared, CD20 was immunoprecipitated with anti-CD20C2.  Samples were then blotted

with anti-CD20N rabbit serum.  Western blot analysis revealed that one molecule of

CD20.C$277 was immunoprecipitated with anti-CD20C2 for every three molecules of
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Figure III.4.  Anti-CD20C2 detects wild type CD20 but not CD20.C$277.  Molt-4 T

cells (5 X 106 cells/sample) expressing wild type CD20 (CD20) or a deletion mutant

lacking the C-terminal twenty amino acids (CD20.C$277) were lysed in digitonin.

Cleared lysates were immunoprecipitated with non-immune rabbit IgG control (CT),

rabbit serum generated against CD20 N-terminal residues 25-41 (CD20N) or rabbit

serum generated against CD20 C-terminal residues 280-297 (CD20C2).  Samples were

analysed by western blot using CD20N rabbit serum specific for epitopes present in

CD20 and CD20.C$277.  Data demonstrates the specificity of the anti-CD20 rabbit sera

and shows the migration of CD20.C$277 relative to CD20.
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Figure III.5.  CD20.C$277 co-precipitates with wild type CD20 in a 1:3 ratio.

HEK293 cells transiently co-transfected with wild type CD20 (CD20; 5µg) and a deletion

mutant lacking the C-terminal twenty amino acids (CD20.C$277; 15µg) were lysed in

digitonin.  Cleared lysates were immunoprecipitated with non-immune rabbit IgG control

(CT) or anti-CD20C2 rabbit serum (duplicate samples shown).  Samples were analysed

by CD20N western blot.  Densitometry was performed and the relative density of the

CD20 bands was expressed as a ratio of CD20 to the density of CD20.C$277. Arrows

indicate CD20 and CD20.C$277.  Data are representative of two experiments.
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CD20 (Figure III.5, lanes 2 and 3).  This result was the reverse of the expected, since

CD20 had been transfected in limiting amounts.  However, similar results were obtained

when even lower, but still detectable amounts of CD20 were cotransfected with

CD20.C$277.  Additional experiments indicated that upon transfection and expression of

higher amounts or higher proportions of CD20 compared with CD20.C$277, the wild

type construct had a strong propensity to form homo-oligomers.  It was only when very

low levels of CD20 were transfected that mixed oligomers could be observed.  This may

have occurred as a result of the immediate formation of oligomers upon protein

translation with minimal subsequent mixing.  These data are consistent with the evidence

from chemical cross-linking (114) and equilibrium gradient centrifugation (159)

experiments, and suggest that the CD20 complex includes a total of four CD20

molecules.

C.  Discussion

The results described here support the existence of CD20 homo-oligomeric

molecular complexes within the plasma membrane in the absence of chemical cross-

linking.  The complexes retained in digitonin are comprised primarily of CD20 molecules

in their native configuration possibly existing as tetrameric complexes.

Several well-characterized ion channels including voltage-gated potassium

channels, calcium activated potassium channels and IP3Rs are comprised of four subunits

with each subunit spanning the membrane six times (181-184).  Unlike these channel

subunits, CD20 has four transmembrane spans (111, 117, 185).  Although CD20 does not

have the basic structure typical of the cation channels mentioned above (184), Orai1, the
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recently identified SOC channel subunit, also forms multimers (100) and has four

transmembrane domains (95, 97).  This suggests that the configuration of CD20 may be

more indicative of proteins specifically involved in SOC entry.

In the studies used to determine the stoichiometry of CD20 within the complex,

wild type CD20 had a high propensity to form oligomers exclusive of the overexpression

of CD20C$277.   The subunit composition of many channel complexes including voltage

gated potassium channels (182) and cyclic nucleotide gated channels (186) are directed

by cytoplasmic domains that promote protein-protein interaction for oligomer assembly

(187-191).  These assembly motifs can dictate stoichiometry based on subunit availability

as has been shown for cyclic nucleotide gated channels (186).  Cyclic nucleotide gated

channels are heterotetramers composed of ÔAÕ and ÔBÕ subunits; however, when ÔAÕ

subunits are heterologously expressed they will homo-oligomerize, while ÔBÕ subunits

will not.  ÔBÕ subunits will only form a complex in the presence of ÔAÕ subunits, since

ÔAÕ subunits contain a domain that directs 3ÕAÕ:1ÕBÕ stoichiometry during channel

assembly.  Although CD20 may contain a similar motif lacking in the deletion mutant,

CD20.C$277 is still capable of forming complexes in the absence of wild type CD20

expression as shown by equilibrium gradient centrifugation (166), suggesting that CD20

oligomerization may proceed in a slightly different fashion with the C-terminal residues

not necessarily being required, but perhaps influencing relative stoichiometry.  Since the

residues absent in CD20.C$ 277 may somehow help direct or influence CD20

oligomerization, similar future experiments aimed at determining the number of CD20

molecules within the complex should be performed using two full-length CD20

constructs, one with a tag other than GFP (for the reasons indicated in section B.2 above).
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Such experiments would eliminate any affect of CD20 truncation and would likely

provide more clearly interpretable results.

Although these studies confirm that CD20 exists as a homo-oligomeric complex,

the size of the complex in digitonin lysates is larger than that of a tetramer (~140 kDa)

consisting solely of CD20 molecules (159).  This raised the possibility that there were

proteins in addition to CD20 present within the complex.  In Chapter V, experiments

aimed at identifying these proteins are described.
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IV.  THE CONFORMATION OF CD20 IS CHOLESTEROL DEPENDENT

A.  Introduction

B-cell malignancies are a broad spectrum of neoplasms subclassified based on the

stage of cellular differentiation and pathology.  Those malignancies derived from cells of

a mature phenotype comprise several lymphoproliferative disorders (LPDs) varying in

clinical presentation and outcome.  Diagnosis has been based on clinical features, cellular

morphology, cytogenetics and the expression of antigenic determinants.  One commonly

used distinguishing feature of B cell malignancies is the differential expression of the cell

surface marker FMC7.  Monitoring FMC7 in conjunction with other cell surface

determinants, including CD5, CD20 and CD23, has been useful in evaluating the

subclassification of B cell LPDs (192-195).

There has been some controversy surrounding the identity of the cell surface

marker recognized by the FMC7 antibody and, as a result, the utility of its broad use in

diagnosis.  Although the antibody was generated over twenty years ago, the FMC7

antigen has not been characterized in any great detail.  Early studies indicated that FMC7

is a possibly glycosylated, membrane protein exclusively expressed on a subset of B cells

(196-199).  Comparative studies eliminated several candidate cell surface markers

including FcR, cell surface immunoglobulin, MHCII, and CD22, but failed to identify the

antigen (196, 197, 199).  Attempts to immunoprecipitate FMC7 from B cell lysates were

unsuccessful (196, 197, 199).  FMC7 western blot analysis of B cell lysate has also been

problematic (198).  A result indicating a protein of ~105 kDa was obtained (199), but the

signal in the blot was very low.
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Recent studies suggested that FMC7 may recognize an epitope on CD20 (200),

raising uncertainty about its added benefit in diagnostic screening panels that include

other CD20 antibodies.  CD20 is highly expressed on all normal B lymphocytes from the

late pre-B cell stage of development, until, like most surface antigens, it is down-

regulated upon terminal differentiation (146).  FMC7 is reported to recognize a subset of

CD20-positive cells, specifically during the late stages of B-cell development (196, 197,

201, 202).  LPDs with low or absent CD20, such as B cell chronic lymphocytic leukemia,

are FMC7 negative, while those in which CD20 has high expression, such as hairy cell

leukemia, are FMC7 positive (193, 194, 199, 203-207).  Binding of FMC7 to patient

samples and to B cell lines is blocked by prior incubation with anti-CD20 antibody (200,

208), indicating apposition of FMC7 and CD20 epitopes.  The detection of FMC7 after

transfection of CD20 cDNA into a myeloid cell line provided the first direct evidence that

FMC7 recognizes CD20 (200).  However, in this system CD20 was expressed on only

18% of cells and FMC7 reactivity was detected at a low level on a minor fraction of

these.  It has been argued that ectopic expression of CD20 in myeloid cells may have

induced expression of additional cell surface markers.

Although the expression of CD20 generally predicts that of FMC7 in both normal

and malignant B cells, the level of FMC7 expression does not strictly correlate with that

of CD20 (209).  In the following series of experiments, we confirmed the identity of

FMC7 as CD20 and demonstrated that the level of expression of the FMC7 epitope is

dependent on membrane cholesterol.  These observations resolve the controversy

regarding the identity of the FMC7 antigen, and explain why FMC7 monoclonal antibody

(mAb) binding characteristics differ from those of other CD20 mAbs.  Data shown in
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Figure IV.1, Figure IV.2, Figure IV.3, and Figure IV.4 were published in Leukemia

(2003) 17 (7):1384-9 (210).

B.  Results

B.1. FMC7 binds to CD20

FMC7 was previously shown to recognize an epitope expressed in a myeloid cell

line after transient transfection of CD20 cDNA (200).  However, in that study FMC7

bound to only 7% of transfected cells, 18% of which were CD20 positive, and the level of

binding was low.  Here, FMC7 reactivity was investigated using a human T-cell line

stably expressing a high level of CD20 on all cells (Molt4.CD20) (168).  Figure IV.1

shows that FMC7 bound as strongly to Molt4.CD20 as B1 anti-CD20 mAb, but not to

cells transfected with the vector alone.  In order to address the possibility that ectopic

expression of CD20 in a human lymphoid cell line may have up-regulated an unrelated

protein recognized by FMC7, we expressed CD20 in rodent fibroblasts (CHO.CD20).

Again, FMC7 bound strongly to CHO.CD20, but not to CHO cells transfected with the

vector alone (Figure IV.1).

Previously, our laboratory demonstrated that CD20 extracellular epitopes depend

on two residues, alanine and proline at positions 170 and 172, respectively (AxP; single

letter amino acid codes, x indicates the identical amino acid at the same position in both

murine and human CD20 sequences) (refer to Figure I.4).  Mutation of these residues to

serines (AxP/SxS) abolished binding of CD20 mAbs (159).  FMC7 reactivity against the

AxP/SxS construct was tested to provide additional confirmation that FMC7 recognizes
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Figure IV.1.  FMC7 binds to CD20 ectopically expressed in hematopoietic and

nonhematopoietic cells.  Molt 4 cells and CHO cells stably transfected with either CD20

(Molt 4.CD20; CHO.CD20) or vector alone (Molt 4.V; CHO.V) were incubated at room

temperature with isotype control (dashed line), B1 anti-CD20 mAb or FMC7 (solid

lines).  Bound antibody was detected with FITC-labeled anti-mouse IgG or anti-mouse

IgM, respectively.  The plots show the number of cells on the vertical axis against the

fluorescence intensity on the horizontal axis.  Mean fluorescence intensities are indicated

in the top right corner of each panel.  Data shown are representative of seven (Molt 4)

and two (CHO) independent experiments.
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CD20 and not a molecule coordinately up-regulated in transfected cells with the CD20

cDNA construct.  FMC7 binding to HEK 293 cells that transiently expressed WT CD20

was similar to that of CD20 mAbs 2H7 and B1 (Figure IV.2).  Replacement of the

extracellular domain of human CD20 with the murine sequence (h/m CD20) eliminated

binding of FMC7, as well as that of mAbs 2H7 and B1.  As previously described, the B1

epitope, but not the 2H7 epitope, was completely reconstituted in the h/m CD20 chimera

by replacing serine residues in the murine sequence with alanine and proline from the

equivalent positions in the human sequence (SxS/AxP) (159).  The FMC7 epitope was

reproducibly recovered to a low level in independent experiments.  Taken together with

the data shown in Figure IV.1, these results confirm that the FMC7 epitope is defined by

CD20 amino acid residues.

B.2. The FMC7 epitope is cholesterol dependent

Analysis of cell surface antigen expression is often performed with antibody

incubations on ice.  In the case of CD20, we have observed that antibody binding is

enhanced at room temperature.  Like B1, FMC7 binding to Molt 4.CD20 was

significantly increased at room temperature, as compared to cells stained on ice (Figure

IV.3).  In Ramos cells, FMC7 binding was very low when incubations were performed on

ice, and a dramatic increase was observed with incubation at room temperature (Figure

IV.3).  Interestingly, however, FMC7 binding to Ramos cells never reached the high level

of binding observed with transfected Molt 4 or CHO cells.

The temperature dependence of FMC7 reactivity suggested that membrane

fluidity and, in turn, CD20 mobility might influence antibody binding.  Since membrane
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Figure IV.2.  FMC7 reactivity is abolished by CD20 mutagenesis. HEK293 cells

transiently expressing either human WT CD20 or extracellular domain mutant constructs

were incubated at room temperature with 2H7, B1, FMC7, or a mixture of appropriate

isotype control (CT) antibodies.  AxP/SxS represents mutation of alanine and proline at

positions 170 and 172 in the human sequence to serine residues.  Human CD20

containing the murine extracellular domain sequence is represented as h/m CD20.

Mutation of serines at positions 170 and 172 in the h/m CD20 construct to alanine and

proline is represented by SxS/AxP.  The plots show the number of cells on the vertical

axis against the fluorescence intensity on the horizontal axis.  Mean fluorescence

intensities (MFI) from the experiment shown in the upper panel are expressed in the bar

graph below.  Data are representative of two independent experiments.
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Figure IV.3.  FMC7 binding to CD20 is temperature dependent.  Molt 4.V, Molt

4.CD20 and Ramos B cells (1 X 106 cells/sample) were incubated with either isotype

control (dashed line), FMC7 or B1 antibodies (solid lines) followed by appropriate FITC-

labeled secondary antibodies, either on ice or at room temperature, as indicated.  Dotted

vertical lines mark peak binding of antibody to each cell line at 22oC.  The plots show the

number of cells on the vertical axis against the fluorescence intensity on the horizontal

axis.  Numbers in each panel are mean fluorescence intensity.  Data are representative of

four independent experiments.
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fluidity is also related to cholesterol content (211), the effect of cholesterol depletion on

FMC7 binding was examined.  M" CD is a cyclic oligosaccharide with a hydrophobic

core that extracts cholesterol from the plasma membrane without binding to or crossing

the membrane (212, 213).  Remarkably, FMC7 binding to M" CD treated Ramos cells

was greatly diminished as compared to untreated cells (Figure IV.4A).  This effect was

specific for cholesterol since treatment with M" CD that was pre-loaded with cholesterol

enhanced FMC7 binding (Figure IV.4A).  To a much lesser extent, cholesterol depletion

also reduced binding of B1 (Figure IV.4A).  When cholesterol was replenished after

depletion, FMC7 binding was completely recovered (Figure IV.4B).

To determine whether or not this effect was unique to FMC7, we tested the

binding of a panel of CD20 mAbs to Ramos B cells depleted of cholesterol.  In addition

to FMC7, binding of only one other CD20 mAb, CAT13.7H, was diminished by greater

than 60% (Figure IV.5).  Binding by other CD20 mAbs and by a control (anti-CD32)

mAb was reduced by anywhere between ~3% to ~34%.  Binding by control anti-CD45

mAb was either unaffected or enhanced by ~7% in separate experiments.  Overall, the

extreme cholesterol sensitivity of FMC7 was a property shared by only one of the large

panel of fifteen CD20 mAbs tested.

B.3. The CD20 cholesterol dependent epitope is not influenced by complex size or lipid

raft localization, but is dependent upon the CD20 cytoplasmic N-terminal region

We had previously reported that CD20 exists in a multimeric molecular complex

of at least 200kDa (159).  There was the possibility that FMC7 reactivity might depend

on an intact complex that was disrupted in low cholesterol conditions.  In order to test
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Figure IV.4.  FMC7 recognizes a cholesterol-dependent CD20 epitope.  A. Ramos

cells (2 X 106 cells/sample) were either untreated (top panel), treated with 10 mM M" CD

(middle panel) or with cholesterol: M" CD complex (M" CD/cholesterol; bottom panel)

for 10 min at room temperature before incubating with either isotype control (dashed

line), B1 or FMC7 (solid lines).  Data are representative of six independent experiments.

B. Ramos cells (2 X 106 cells/sample) were either untreated or treated with 10 mM

M" CD for 15 min at room temperature.  Cells were then either untreated or treated with

cholesterol: M" CD complex (M" CD/cholesterol) added at 15 min intervals for 2 hr at

room temperature.  Cells were labeled with either isotype control (dashed line) or FMC7

(solid line).  Data are representative of three independent experiments.  The plots show

the number of cells on the vertical axis against the fluorescence intensity on the

horizontal axis.
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Figure IV.5.  Effect of cholesterol depletion on binding by a panel of CD20

antibodies.  Ramos cells (2 X 106 cells/sample) were either untreated or treated with 10

mM M" CD for 10 min at room temperature before incubating with CD20 antibodies (as

indicated), CD45 or CD32 antibodies.  Relative mean fluoresence for each antibody was

determined by dividing the mean fluoresence intensity of antibody binding to M" CD

treated cells to untreated cells and multiplying by 100 to determine the percent.  Data are

two independent experiments.
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this, Ramos cells were untreated or depleted of cholesterol using M" CD, then lysed in

digitonin and the postnuclear cleared lysates were layered onto linear sucrose gradients

and centrifuged to equilibrium.  Aliquots of collected fractions were analysed by CD20

western blot.  The densitometry of CD20 bands was measured and plotted as a fraction of

total CD20 detected.  CD20 migrated on the gradient as similar size complexes in both

untreated and treated samples, indicating that the integrity of the complex was unaffected

by M" CD treatment (Figure IV.6).

Earlier, our laboratory had shown that CD20 localizes to cholesterol and

glycosphingolipid-enriched plasma membrane microdomains known as lipid rafts (142,

144).  Since cholesterol depletion diminished FMC7 binding under conditions also

known to disrupt lipid rafts, CD20 residency within these microdomains may be required

for FMC7 binding.  To address this possibility, we utilized a series of previously

characterized CD20 cytoplasmic deletion mutants stably expressed in Molt 4 cells.  Each

of the deletions affected the binding of both control anti-CD20 (R21) and FMC7 mAbs to

some extent (Figure IV.7).  FMC7 binding was diminished by all C-terminal deletion

mutants including C$219-225, lacking residues 219 to 225 important for CD20 lipid raft

association (117).  However, the greatest effect was surprisingly seen with deletion of the

N-terminal region (N$50).  These results suggested that CD20 lipid raft localization was

not required for FMC7 binding.

Finally, I made a serendipitous observation while monitoring the efficiency of

cholesterol depletion in cell surface biotinylated cells for unrelated experiments

(described in Chapter V).  Ramos B cells were cell surface biotinylated and then either

untreated or treated with M" CD.  Since we had shown that the FMC7 epitope was
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sensitive to the level of membrane cholesterol, we thought that it could be used as a tool

to measure the efficiency of cholesterol depletion.  We expected that antibody binding to

CD20 would not be greatly affected by biotinylation.  CD20 is poorly biotinylated in

intact cells since it has a small extracellular domain with only four residues with free

amines potentially available for labeling.  However, binding by FMC7 to cell surface

biotinylated cells was abolished, while that of 2H7 was decreased by ~50% (Figure IV.8).

These results suggested that biotinylation interferes with the epitope recognized by

FMC7.

C.  Discussion

The specificity of the FMC7 mAb has been the subject of longstanding interest

because of its importance as a diagnostic reagent, yet it has been difficult to elucidate.

The results described here confirm the identity of the FMC7 antigen as CD20 by several

criteria including: 1) strong recognition of CD20 ectopically expressed in hematopoietic

and nonhematopoietic cell lines, 2) elimination of FMC7 reactivity by CD20 extracellular

domain mutations; and 3) partial recovery of FMC7 reactivity in the SxS/AxP h/m CD20

chimera.  However, although the FMC7 mAb is clearly directed against CD20, the

epitope is cholesterol dependent and its reactivity is low in cells with reduced membrane

cholesterol even when CD20 expression is high.  Interestingly, FMC7 binds much more

strongly to CD20 expressed ectopically in Molt 4 T cells and CHO cells than to

endogenously expressed CD20.  This suggests that B lymphocytes have low membrane

cholesterol relative to other cell types, or that there is an additional factor in B-cells

suppressing expression of the FMC7 epitope.  For example, the association of CD20 with
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Figure IV.6.  CD20 complex size is not affected by cholesterol depletion. Ramos B

cells (5 X 107 cells/sample) were either untreated (-M" CD) or treated with 10 mM

M" CD (+M" CD) for 10 min at room temperature before lysis in digitonin.  Cleared

lysates were layered on 5% to 30% sucrose gradients containing digitonin and

centrifuged to equilibrium.  Fractions were collected and aliquots analyzed by CD20

western blot analysis.  Densitometry was performed on bands corresponding with CD20.

Relative density values correspond with percent of CD20 in each fraction over total.   The

approximate molecular weights of proteins in each fraction were determined by

comparison to molecular weight (MW) standards previously run simultaneously with

other gradients.  The CD20 monomer migrates between fractions 2 and 3 (159, 166).
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Figure IV.7.  FMC7 binding is dependent upon the CD20 N-terminal region. Molt 4

cells stably expressing WT CD20 or deletion mutants of CD20 (2 X 106 cells/sample)

were incubated with isotype control (dashed line), anti-CD20 R21 or FMC7 (solid lines)

antibodies.  R21 was used in these experiments since it has the same IgM isotype as

FMC7.  The plots show the number of cells on the vertical axis against the fluorescence

intensity on the horizontal axis.  Mean fluorescence intensities are indicated in the top

right corner of each panel.  Relative mean fluorescence intensities (MFI) from the

experiment shown in the upper panel are represented in the bar graph below as percent

antibody binding to deletion mutant as compared to wild type.  Relative mean

fluorescence intensities for antibody binding to WT CD20 are set to 100 percent.  Data

are representative of three independent experiments.
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Figure IV.8.  FMC7 binding is abolished by CD20 cell surface biotinylation.   Ramos

cells (2 X 106 cells/sample) were either untreated (top panels) or surface-labeled with

Sulfosuccinimidyl-6-(biotinamido) Hexanoate (biotin; lower panels) for 10 min at room

temperature before incubating with isotype control (dashed line), 2H7 or FMC7 (solid

lines).  The plots show the number of cells on the vertical axis against the fluorescence

intensity on the horizontal axis.  Mean fluorescence intensities are indicated in the top

right corner of each panel.  Data are representative of two independent experiments.
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another cell surface protein expressed in B-cells, but not in T cells or CHO cells, may

mask the FMC7 epitope.

C.1. Involvement of extracellular residues

The cholesterol sensitivity of the FMC7 mAb is unusual and perhaps indicative of

its binding to a unique extracellular CD20 epitope.  FMC7 binding, like that of all other

CD20 mAbs, is abolished upon conversion of AxP to SxS in the extracellular loop of

human CD20.  Like most mAbs, it is not fully recovered with mutation of SxS to AxP in

the murine CD20 extracellular domain.  Interestingly, cell surface biotinylation of intact

cells abolished FMC7 binding, while reducing 2H7 binding by ~50%.  Since biotin reacts

with amines and it is a small molecule (244 Da), this result suggests that one or more of

the extracellular arginine and lysine residues may be involved directly in FMC7 binding

with CD20.  Alternatively, their biotinylation may impact the conformation of CD20

sufficiently to prevent FMC7 binding.

C.2. Cholesterol, membrane fluidity and the CD20 complex

Previous results indicated that CD20 exists in a multimeric molecular complex

(159).  There was the possibility that the FMC7 epitope was dependent upon an intact

complex that was disrupted upon cholesterol depletion; however, the integrity of the

complex was not affected by low cholesterol conditions (refer to Figure IV.6).

Expression of the FMC7 epitope is also highly temperature dependent, with much lower

reactivity observed when incubations were performed on ice.  Presumably, this effect is

because of reduced membrane fluidity and lateral mobility of CD20 at low temperature.
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However, the cholesterol dependence of the FMC7 epitope cannot be explained by

effects on membrane fluidity, since reduced cholesterol is expected to increase fluidity

(211) and also does not affect the binding of most other CD20 antibodies to the same

degree (Figure IV.5).  As well, cholesterol depletion actually enhances or does not affect

the binding of antibodies directed against the B cell surface proteins CD10, CD19, CD22,

CD44, CD50, CD52, CD53, and CD72 (Jinglan Han and Julie Deans, unpublished data)

or CD45 (Figure IV.5).

C.3. Bimodal FMC7 reactivity to B cells

Interestingly, FMC7 reactivity in cells expressing exogenous CD20 is always

observed as a single peak with high mean fluorescence intensity, whereas FMC7

reactivity in B cells is low and variable.  FMC7 positive B cells may be observed as a

shoulder slightly above the isotype control or frequently as two peaks with one or the

other being dominant on different days (refer to Figure IV.4 and Figure IV.8).  Since the

samples were acquired from a B cell line, the differences could not be attributed to the

cells being at different stages of development.  Similar variable FMC7 reactivity can also

sometimes be observed in normal and malignant primary B cells (201, 202, 209, 214).

There is the possibility that the bimodal FMC7 reactivity was a result of cell cycle

dependent regulation of the FMC7 epitope as CD20 has a demonstrated influence on cell

cycle progression (148, 155).  A previous study, however, reported no correlation

between FMC7 expression and cell cycle (198).  Further studies will have to be

undertaken to identify the factors responsible for the variable bimodal FMC7 reactivity in

B cells.
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C.4.  Involvement of Lipid Rafts?

The FMC7 requirement for cholesterol is likely to be related to alterations in the

plasma membrane influencing the conformation of CD20 and/or accessibility of the

epitope. Cholesterol is unevenly distributed in the membrane and, based on studies in

model membranes, is thought to promote formation of liquid-ordered microdomains

(lipid rafts) in the presence of saturated fatty acid membrane components (sphingomyelin

and sphingolipids) (38, 215).  The integrity of lipid rafts depends on cholesterol,

depletion of which disrupts them. We have reported previously that CD20 inducibly

associates with rafts after antibody ligation (144).  Our more recent evidence indicates

that the association is constitutive and only the affinity of the association is increased

with antibody binding (142).  As a result, it would be expected that FMC7 detects CD20

that is preferentially associated with lipid rafts; however, this was not found to be the

case.

C.5. The N-terminal region

Surprisingly, deletion of C-terminal residues 219-225, required for lipid raft

localization of CD20 (117, 142), reduced but did not eliminate FMC7 binding to CD20.

Instead, deletion of the N-terminal region abolished the FMC7 epitope.  This result is in

contrast to BCR stimulated calcium entry that is abolished by C$219-225, while N$50

has little effect.  These results indicate that the cholesterol-dependent conformation of

CD20 is regulated independently of its raft association, and presumably regulates calcium

channel-independent properties such as protein-protein interactions.
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The N-terminal region contains several serine/threonine residues whose

phosphorylation is enhanced by PKC activation upon PMA treatment of B cells (162,

163).  PMA treatment results in CD20 down-modulation and appears to mimic the effects

of CD40 ligation that also initiates CD20 internalization in a PKC dependent fashion

(157, 161).  Although the significance of these signaling events is not clear, enhanced

phosphorylation of the CD20 N-terminal region may occur during T cell-dependent

activation of B cells and result in CD20 modulation.  It should also be noted that FMC7 is

expressed most highly in mature B cells, correlating with the stage at which the higher

molecular weight (35 kDa) form of CD20 is more heavily phosphorylated (161).  Recent

evidence indicates that phosphorylation of the N-terminal region is responsible for the

differential mobility of the ~35 kDa band (Haidong Li and Julie Deans, unpublished

data).  As well, FMC7 expression can be induced in FMC7 negative CLL cells with

phorbol ester treatment, although this effect has not been observed consistently (198,

216).  Preliminary experiments examining the possible up-regulation of the FMC7

epitope in PMA treated Ramos B cells have provided inconclusive results.  A better

understanding of the signaling events leading to CD20 phosphorylation may provide a

key to the mechanism(s) regulating the FMC7 epitope.

C.6. CD20 and cholesterol:  covalent or non-covalent association?

While the cholesterol dependence of the FMC7 epitope is most likely because of

an influence of the plasma membrane microenvironment on the conformation of CD20, it

is also possible that there is a direct association between CD20 and cholesterol.  The

ability of M" CD to reduce FMC7 binding indicates that any direct association between
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CD20 and cholesterol is noncovalent, as reported for several other integral membrane

proteins Ð for example, the oxytocin receptor and nicotinic acetylcholine receptor (217,

218).  Cholesterol association modulates the affinity of the oxytocin receptor for its

ligand (219, 220) and is essential for proper ion channel function of the nicotinic

acetylcholine receptor (221).  Developmental differences in cell surface BCR plasma

membrane compartmentalization and signaling have been recently attributed to variations

in membrane cholesterol content (222).  Mature B cells maintain higher membrane

cholesterol than immature B cells, with FMC7 expression mirroring these stage

dependent changes (196, 197, 201, 202).  These changes in membrane cholesterol during

B cell development or activation may alter the conformation of CD20 and modulate its

channel-independent properties.  The possible influence of membrane cholesterol levels

on CD20 conformation is supported by preliminary experiments demonstrating the

conversion of the FMC7 negative Daudi B cell line to FMC7 positive upon cholesterol

loading (data not shown).

C.7. FMC7 as a predictor of clinical response to rituximab therapy?

Previously, we demonstrated an indirect association between CD20 and Src

family kinases (168, 169), and recently discussed evidence that this is a result of mutual

association with lipid rafts (135).  Src family kinase-dependent apoptotic signals can

ensue from CD20 crosslinking (223, 224) and this has been proposed to account for some

of the efficacy of rituximab, a CD20-specific antibody used in treating B cell cancers and

some autoimmune diseases (225).  It is likely that CD20 crosslinking activates Src

kinases as a consequence of lipid raft aggregation (135, 226, 227).  In addition, recent
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evidence indicates that complement-mediated lysis is mediated efficiently by CD20

antibodies as a consequence of CD20Õs residency in lipid rafts (228).  The efficiency with

which CD20 antibodies can induce cell death, either by apoptosis or by complement-

mediated lysis, is therefore predicted to correlate with the level of membrane cholesterol.

It will be important to assess whether FMC7 reactivity might be a useful predictor of

clinical response to rituximab and other CD20-directed therapeutics.

In conclusion, this series of experiments reveals an influence of membrane

cholesterol on the conformation of CD20.  FMC7 reactivity varies with the level of

membrane cholesterol, indicating that in those CD20-positive B-cell malignancies where

FMC7 is low or negative, membrane cholesterol is likely to be correspondingly low.

Plasma membrane cholesterol may be an important diagnostic characteristic, since

lymphoma cell lines having an overall greater membrane fluidity have higher metastatic

potential (229).  The utility of FMC7 as a diagnostic reagent may lie in its ability to

report differences in the lipid composition of malignant B-cells.
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V.  CD20 ASSOCIATES WITH THE B CELL ANTIGEN RECEPTOR

A.  Introduction

In Chapter III, I provided experimental results supporting the existence of CD20

homo-oligomers, possibly tetramers, in the plasma membrane.  Since the CD20 complex

in digitonin exceeded the size of a tetramer (~140kDa) (159, 166), it was likely that it

included molecules in addition to CD20 in the complex.  An unidentified ~45 kDa

protein has been previously observed to associate with CD20 in digitonin by avidin blot

analysis (166) as was a ~80 kDa protein by PageBlue protein stain (mentioned in Chapter

III).  Identification of these proteins and/ or possibly others might aid in clarifying the

specific role CD20 plays in BCR-mediated calcium entry.  With this in mind, a series of

experiments were then undertaken to identify the remaining proteins in the CD20

complex.

In order to detect unknown proteins in the CD20 complex, the biotin-avidin

system was used.  This system utilizes the strongest known noncovalent biological

recognition between a protein and ligand for detection and is a highly sensitive, rapid,

convenient method for biochemical analysis of proteins (230, 231).  Biotin and its

derivatives are relatively small molecules, ~244 Da, that can react with available primary

amines in proteins (230).  Because of its small size, it can be conjugated to many proteins

without altering their biological activity, such as antibody binding (230).  Cell viability is

not significantly altered by this labelling method and labelled cells can be used to

examine functions of surface proteins (232).  Avidin is a protein tetramer that binds

biotin specifically (230).  The bond formation between biotin and avidin is very rapid and
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once formed is unaffected by most extremes of pH, denaturing agents or manipulations

such as multiple washings when the complex is immobilized (230).

Biotinylation of proteins followed by immunoprecipitation and avidin western

blot is a common procedure for biochemical characterization of cell surface antigens

(233).  This method has been used to identify surface proteins on leukocytes from bovine

peripheral blood (232).  It has also been used successfully to aid in demonstrating CD5-

CD6 association in T lymphocytes (234) and CD40-MHCII association in B lymphocytes

(235).  Other reports have utilized the biotin-avidin system to distinguish intracellular

from cell surface immunoglobulin (236) as well as to examine the composition of BCR

oligomers (237).

If proteins in addition to CD20 were detected using the biotin-avidin method,

attempts would be made to identify them by either mass spectrometry or, if reagents were

available, by western blot analysis.  Since we had previously established a functional

relationship between BCR signalling and CD20, I characterized the response of the CD20

associated proteins to BCR ligation.

B.  Results

B.1. CD20 specifically associates with cell surface immunoglobulin

To identify CD20 associated proteins, BJAB B cells were biotinylated before or

after lysis and CD20 was immunoprecipitated for analysis by avidin blot.  Several

proteins appeared to associate specifically with CD20 and the pattern of associated

proteins was similar whether the samples were biotinylated before or after lysis.  The
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most prominent proteins migrated at ~80kDa, ~68kDa, ~45kDa, ~35kDa and ~29kDa

(Figure V.1).  It was possible that the ~35 kDa protein was CD20.  Upon stripping and re-

blotting the membrane, the ~35kDa protein was indeed found to co-migrate with CD20.

The ~68kDa protein was likely non-specific since it was often also apparent in the

preimmune control (see later figures).

CD20 and BCR had previously been shown to colocalize on the cell surface in

unstimulated cells by microscopy (145), raising the possibility that they could be

physically associated.  The BCR consists of cell surface immunoglobulin comprised of

two heavy chains covalently associated with two light chains in complex with the Ig! /Ig"

signalling components (178, 237).  Since the B cell lines used in this study both express

IgM cell surface immunoglobulin, the heavy chain was expected to migrate at ~80kDa.

In order to determine if the CD20-associated ~80kDa and ~29kDa proteins co-migrated

with cell surface immunoglobulin, CD20 and immunoglobulin were separately

immunoprecipitated from digitonin lysates of cell surface biotinylated BJAB B cells and

analysed by avidin blot.  Indeed, the ~80kDa and ~29kDa CD20 associated proteins

corresponded in size with the heavy and light chains of cell surface immunoglobulin,

respectively, upon comparison with anti-µ immunoprecipitates (Figure V.2).  The

experiment was repeated using the Ramos B cell line.  In this cell line, the cell surface

immunoglobulin light chain migrates more slowly on SDS-PAGE.  Once again, CD20-

associated proteins of ~80 kDa and ~32 kDa corresponded with the most prominently

biotinylated proteins immunoprecipitated with anti-µ antibody (Figure V.2).  The ~80

kDa protein was the heavy chain, while the ~32 kDa protein corresponded with the

higher migrating light chain observed in this cell line.
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Figure V.1.  CD20 associates with several cell surface proteins.  BJAB B cells (2 X

107 cells/sample) were cell surface biotinylated and lysed in digitonin.  Cleared lysates

were immunoprecipitated with either pre-immune control (CT) or anti-CD20 rabbit

serum.  Immunoprecipitates were analysed by avidin (upper panel) and CD20 (lower

panel) blot.  Data are representative of at least twenty-five experiments.
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Figure V.2.  CD20 associated proteins co-migrate with the heavy and light chains of

cell surface immunoglobulin.  BJAB B cells (2 X 107 cells/sample) and Ramos B cells

(5 X 107 cells/sample) were cell surface biotinylated and then lysed in digitonin.  Cleared

lysates were immunoprecipitated with pre-immune control (CT) rabbit sera, anti-CD20

(CD20) rabbit sera and anti-µ (µ) antibody.  Samples were run on SDS-PAGE and

analysed by avidin blot.  Arrows indicate bands corresponding to B cell receptor heavy

(IgH) and light (IgL) chains.  Data are representative of two experiments.
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If cell surface immunoglobulin were associated with CD20 in digitonin, then the two

proteins would possibly form macromolecular complexes of similar size.  To determine

whether the two proteins fractionated similarly on equilbrium gradients, cleared BJAB B

cell digitonin lysates were layered onto 5% to 35% linear sucrose gradients and

centrifuged to equilibrium.  Fractions were collected and analysed by CD20 and anti-µ

western blot analysis.  Densitometry was performed and the intensity of each protein

band per fraction was plotted as the percent total density.  CD20 and µ heavy chain

localization within the gradient overlapped, but did not peak in the same fractions,

indicating that a sub-population of cell surface immunoglobulin could form a complex

with CD20 (Figure V.3).

To confirm CD20 association with cell surface immunoglobulin, anti-µ western

blot analysis of CD20 immunoprecipitates was performed (Figure V.4A; upper panel).

BJAB B cells were lysed with digitonin, immunoprecipitated with anti-CD20 rabbit

serum and analysed by anti-µ western blot.  Immunoglobulin heavy chain was

immunoprecipitated with anti-µ antibody as the positive control and showed the expected

doublet of bands that represent the more heavily glycosylated cell surface form (upper

band) and an immature, intracellular form (238).  The anti-µ  blot revealed

immunoglobulin heavy chain specifically co-precipitating with CD20.  CD20-associated

immunoglobulin heavy chain co-migrated with the upper band, indicating that CD20

specifically associated with cell surface immunoglobulin.  A barely detectable amount of

the lower molecular weight, intracellular heavy chain was detected in the control

samples.  Densitometry was performed on the blots to estimate the fraction of cell surface

immunoglobulin associated with CD20.  The density value obtained for CD20-associated
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Figure V.3.  CD20 and cell surface immunoglobulin localize to overlapping fractions

in a sucrose equilibrium gradient. BJAB B cells (5 X 107 cells/sample) were lysed in

digitonin.  Cleared lysates were layered on 5% to 30% linear sucrose gradients containing

digitonin and centrifuged to equilibrium.  Fractions were collected and aliquots analyzed

by western blot analysis with anti-CD20 rabbit serum and anti-µ antibody.  The

densitometry values for the corresponding band in each fraction is represented as percent

of total.  The approximate molecular weights of proteins in each fraction were determined

by comparison to molecular weight (MW) standards previously run simultaneously with

other gradients.  The CD20 monomer in Triton X-100 lysates migrates between fractions

2 and 3.



110

               



111

cell surface immunoglobulin was divided by the density value of the corresponding

higher molecular weight, upper band immunoprecipitated with anti-µ antibody.  This

value was multiplied by 100 to derive a percentage.  The results indicated that CD20 co-

precipitated ~10.2% cell surface immunoglobulin.  In the reverse experiment, BJAB

digitonin lysates were immunoprecipitated with anti-µ antibody and CD20 western blot

performed.  CD20 was detected co-precipitating with the immunoglobulin heavy chain

(Figure V.4A; lower panel).  The proportion of CD20 associated with immunoglobulin

was determined by dividing the density value obtained for CD20 immunoprecipitated by

anti-µ by that obtained by for total CD20 immunoprecipitated by anti-CD20, and

multiplying by 100 to derive a percentage.  The results indicated that anti-µ co-

precipitated ~10.2% of total CD20.

To determine whether or not cell surface immunoglobulin association with CD20

was specific, CD20 immunoprecipitates were compared with those of other cell surface

proteins.  Ramos B cells were labelled with biotin, lysed in digitionin and

immunoprecipitated with antibodies against CD20, CD45 and MHCII.  The samples were

analysed by avidin blot.  CD45 and MHCII were immunoprecipitated successfully as

judged by the detection of biotin-labelled proteins of the appropriate size (Figure V.4B;

two middle panels).  CD20 association with cell surface immunoglobulin was specific

since no protein of ~80 kDa was detected in the CD45 and MHCII immunoprecipitates

(Figure V.4B; upper panel).  The membrane was then stripped and re-blotted for CD20.

CD20 was not immunoprecipitated by anti-CD45, but there was a faint signal visible in

the MHCII lane (Figure V.4B; lower panel).  MHCII association with CD20 has been

previously reported (160).
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Figure V.4.  CD20 specifically associates with cell surface immunoglobulin.  A. BJAB

B cells (2 X 107 cells/sample; upper panel) or Ramos B cells (4 X 107 cells/sample; lower

panel) were lysed in digitonin.  Cleared lysates were immunoprecipitated using pre-

immune rabbit serum control (CT for CD20), anti-CD20 rabbit serum, avidin bead

control (CT for µ), or biotin-conjugated anti-µ antibody.  Samples were run on SDS-

PAGE and analysed by anti-µ  (upper panel; n=5) or CD20 (lower panel; n=2)

immunoblot.  Arrows indicate bands corresponding with the µ heavy chains (µ; 80/83

kDa) and CD20 (33/35 kDa) doublets.  The differential migration of the µ heavy chain is

a result of glycosylation.  B. Ramos B cells (5 X 107 cells/sample) were cell surface

biotinylated and then lysed in digitonin.  Cleared lysates were immunoprecipitated with

anti-CD45, anti-MHCII or anti-CD20 antibody.  Samples were run on SDS-PAGE and

analysed by avidin western blot (µ, CD45, MHCII) or CD20 western blot.
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B.2. Cell surface immunoglobulin associates with CD20 within lipid rafts

Previous studies demonstrated that CD20 constitutively resides in lipid rafts as

defined by its buoyancy in sucrose density gradients after lysis in Brij-58 detergent (142).

A minor proportion of BCR also localizes to detergent resistant membranes (DRMs) in

unstimulated cells (170) as demonstrated by its buoyancy in the same fraction as known

lipid raft markers G! i and the Src family kinase Lyn (46, 48).  Only the upper band of

the BCR heavy chain corresponding with the population on the cell surface is detected in

the lipid raft fraction.  Since both CD20 and the BCR localize to lipid rafts, it was

possible that CD20-BCR association occurred within these domains.

Lipid raft associated molecules have been visualized in isolated detergent resistant

membranes (DRMs) by immunofluorescence microscopy (145, 239).  To examine the

relative localization of the BCR with CD20 in DRMs, I used BJAB cells that express a

GFP-conjugated form of CD20.  BJAB CD20.GFP cells were lysed in Brij-58 detergent.

Lysates were fractionated by sucrose density gradient centrifugation to isolate DRMs.

DRMs were counterstained for cholera toxin (CTX) and IgM immunoglobulin using

appropriate Cy3-conjugated secondary reagents.  As a positive control to determine the

upper limit of detection of colocalization, CD20.GFP Brij-58 DRMs were stained with

CD20 mAb L26 directed against a cytoplasmic epitope.  Samples were then imaged by

immunofluorescence microscopy using a Deltavision Restoration Microscopy System.

Single-labelled control samples were imaged to confirm negligible bleed through of the

fluorophore using filter sets used for the other fluorophore.

For image display, the intensities for each wavelength were adjusted using

SoftWoRKX image analysis software.  The fluorescence was scaled so that only
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fluorescence ranging from above background to the maximal pixel intensity remained

(239).  The scaled images were then imported into CoLocalizer Pro software to determine

the extent of co-localization.  The software assigned a colour to every pixel and the

percentage of green pixels colocalized with red pixels was calculated ([number of yellow

pixels/square root (number of green pixels + number of red pixels)] X 100) and reported

as percent co-localization (239).

The degree of colocalization between CD20 mAb and CD20.GFP was estimated

as 81%.  Presumably, some un-colocalized Cy3 staining resulted from the CD20 mAb

binding to endogenous CD20 (Figure V.5).  As a result, we considered this value to

reflect complete colocalization.  Consistent with previous results (145), there was much

less colocalization between CD20.GFP and the ganglioside GM1 (~41%) as determined

by staining isolated DRMs with biotin conjugated cholera toxin plus Cy3-avidin.  In

constrast, colocalization of CD20.GFP and IgM immunoglobulin was nearly as high as

that of the positive control (~71%).  Binding by the secondary reagents alone was found

to be equivalent to background (data not shown).  These data supported CD20 association

with IgM immunoglobulin within lipid rafts.

B.3. CD20 association with cell surface immunoglobulin is cholesterol independent

Since CD20 and BCR co-localized within lipid rafts, we wanted to determine

whether or not their association was dependent upon one of the primary lipid raft

components, cholesterol (38, 215).  There was a possibility that cholesterol played an

integral role in CD20-BCR association, not only because it is one of the main elements of

lipid rafts, but also since CD20 has a cholesterol dependent, conformational epitope
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Figure V.5.  CD20 co-localizes with lipid raft resident cell surface immunoglobulin.

BJAB B cells stably expressing CD20.GFP (5 X 107 cells/sample) were lysed in 1% Brij-

58 and DRM fractions prepared by sucrose gradient centrifugation.  The DRM fractions

were counterstained using L26 mAb (CD20), biotin-conjugated cholera toxin (CTX) or

biotin-conjugated Fab anti-µ (IgM), followed by Cy3-conjugated rabbit anti-mouse

secondary (for L26) or Cy3-conjugated avidin secondary reagent (for CTX and IgM).

Percent colocalization was calculated using Co-Localizer Pro software and is indicated

below each image.  Data are representative of six (CD20), twenty (CTX) and fourteen

(IgM) fields.
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(Chapter IV) (210).  Cell surface biotinylated B cells were untreated or treated with the

cholesterol depleting agent methyl "  cyclodextrin (M" CD) using previously established

conditions (210), followed by lysis and immunoprecipitation of CD20.  Since digitonin

also binds to cholesterol (240), efficient lysis of M" CD treated cells was confirmed prior

to performing this experiment.  Aliquots of lysates from both the untreated and

cholesterol depleted samples were analyzed by avidin blot.  A slightly greater amount of

cell surface protein was actually liberated with M" CD treatment as compared with

untreated control indicating that the lysis was not dramatically affected (Figure V.6).

Avidin blot analysis of the immunoprecipitated samples showed no difference in

CD20 co-precipitated cell surface proteins after M" CD treatment, demonstrating that the

association was resistant to cholesterol depletion (Figure V.7).  Our laboratory has

previously shown that ligation of CD20 by certain CD20 specific antibodies results in its

localization to Triton X-100 lipid rafts and this redistribution can be prevented by

depletion of cholesterol using M" CD (48, 144).  With this in mind, the efficiency of

cholesterol depletion in the experiments performed here was confirmed by monitoring the

inhibiton of antibody mediated CD20 redistribution to Triton X-100 lipid rafts (data not

shown).  This indicated that although CD20 and BCR colocalize within lipid rafts their

association did not appear to be strictly dependent on cholesterol.

B.4. Cell surface immunoglobulin dissociates from CD20 upon receptor cross-linking

BCR cross-linking results in patching and capping followed by internalization of

the majority of the receptor, while some remains on the cell surface.  Previous

immunofluorescence microscopy data showed colocalization of CD20 and BCR in the
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Figure V.6.  Cholesterol depletion of B cells has little effect on the efficiency of

digitonin lysis.  Ramos B cells were cell surface biotinylated, untreated or depleted of

cholesterol using 10 mM M" CD for 15 min at room temperature and then lysed in

digitonin. Lysates (2.5 X 105 cell equivalents/sample) were analysed by avidin blot.
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Figure V.7.  CD20 associates with cell surface immunoglobulin independently of

cholesterol.  Ramos B cells (5 X 107 cells/sample) were cell surface biotinylated,

untreated or depleted of cholesterol using 10 mM M" CD for 15 min at room temperature

and then lysed in digitonin.  Pre-immune control (CT) or anti-CD20 (CD20) rabbit serum

was added to the lysates for immunoprecipitation.  Samples were analysed by avidin

(upper panel) and CD20 (lower panel) blot.  Arrows indicate cell surface

immunoglobulin heavy (IgH) and light (IgL) chains as well as CD20. Data are

representative of ten experiments.
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plasma membrane of Ramos B cells and dissociation occurring after receptor stimulation

(145).  The two proteins colocalized in cells that were unstimulated or stimulated on ice.

They were still colocalized after 1min of receptor ligation at 37oC, with the degree of

colocalization decreasing at later time points.  To examine whether we could observe a

similar trend in the physical association of CD20 and cell surface immunoglobulin, we

examined the effect of BCR stimulation on CD20-protein associations.  B cells were cell

surface biotinylated, untreated or stimulated with anti-µ over time and then lysed in

digitonin.  Cleared lysates were immunoprecipitated using anti-CD20 rabbit serum and

samples analysed by avidin blot.  Surprisingly, bands corresponding with the BCR heavy

and light chains were absent in immunoprecipitates of samples of Ramos cells stimulated

for 15 min on ice (Figure V.8A and Figure V.8B).  In BJAB cells stimulated over time at

37oC, the dissociation of CD20-cell surface immunoglobulin was already evident after

1min and complete by 2 to 5 min post-stimulation (Figure V.8B).

Several key membrane proximal signalling events are initiated upon BCR ligation

including the phosphorylation of Ig! /Ig"  by Src family kinases followed by docking and

activation of Syk (19).  The subsequent activation of PLC# leads to the liberation of DAG

which, in turn, activates PKC.  To determine if the dissociation of cell surface

immunoglobulin from CD20 may be dependent upon some of these membrane-proximal

signalling effectors, inhibitor studies were performed.  Cell surface biotinylated Ramos B

cells were treated with either general kinase inhibitor (staurosporine), Src family kinase

inhibitor (PP2), Syk kinase inhibitor (piceatannol) or vehicle (DMSO) and then not

treated or stimulated via the BCR prior to lysis in digitonin.  Optimal doses and

conditions for inhibitor use had been previously established (142, 170, 171).  Inhibitor



124

Figure V.8.  Cell surface immunoglobulin dissociates from CD20 upon receptor

stimulation.  A. Ramos B cells (5 X 107 cells/sample) were cell surface biotinylated,

untreated or stimulated for 15 min on ice using anti-µ antibody and then lysed in

digitonin.  Lysates were then immunoprecipitated using either pre-immune (CT) or anti-

CD20 rabbit serum.  Samples were analysed by avidin (upper panel) or CD20 (lower

panel) blot.  Arrows indicate the cell surface immunoglobulin heavy (IgH) and light (IgL)

chains.  Data are representative of at least ten experiments.  B.  BJAB B cells (2 X 107

cells/sample) were prepared as for A except that cells were either untreated or stimulated

on ice or at 37oC for the indicated times.  Arrows indicate the cell surface

immunoglobulin heavy (IgH) and light (IgL) chains as well as where CD20 is expected to

localize.  Note that the IgH is less strongly labelled with biotin in this experiment as

compared to the light chain.  Data are representative of three experiments.
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effectiveness in these experiments was confirmed by phosphotyrosine blot of pre-

immunoprecipitation lysate aliquots taken from samples that had been treated with

DMSO, PP2, and/or piceatannol (Figure V.9A).  A decrease in global BCR-mediated

tyrosine phosphorylation following exposure to inhibitor as compared to unstimulated

control indicated that the PP2 treatment had been successful.  Although there was no

obvious decrease in tyrosine phosphorylation with piceatannol treatment alone, BCR-

mediated tyrosine phosphorylation in cells treated with both piceatannol and PP2 was

decreased to a greater extent than by using PP2 alone.  This result indicated that the

piceatannol was having an affect.  The effectiveness of staurosporine was confirmed by

CD20 blot of pre-immunoprecipitation lysate aliquots taken from samples that had been

treated with DMSO or staurosporine (Figure V.9B).  Reduced presence of the upper

CD20 band after treatment indicated that staurosporine was effective (142).  CD20 was

then immunoprecipitated from the digitonin lysates from similarly treated cells and

samples analysed by avidin blot.  Bands corresponding with cell surface immunoglobulin

were reduced substantially in all CD20 immunoprecipitates in BCR stimulated samples

regardless of the inhibitor used (Figure V.10).  These results indicated that CD20-BCR

dissociation happened in the absence of signalling events.

The F(abÕ)2 anti-µ antibody used to stimulate the BCR is quite large (~200 kDa)

and binds to a membrane proximal epitope of cell surface immunoglobulin.  It was

possible that the dissociation of cell surface immunoglobulin from CD20 was a result of

steric hindrance by the ligating antibody.  In order to test whether this was the case,

F(abÕ)2 anti-µ antibody was added to digitonin lysate and its effect on CD20-protein

associations monitored.  Ramos B cells were cell surface biotinylated and then divided.
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Figure V.9.  Inhibitor pre-treatment of B cells results in decreased protein

phosphorylation.  A. Ramos B cells were treated with either DMSO, 100 µM PP2 for 5

min, 50 µg/mL piceatannol (pic) for 30 min, or 100 µM PP2 for 5 min with 50 µg/mL

piceatannol (pic + PP2) for 30 min at 37oC and then either untreated or stimulated with

F(abÕ)2 anti-µ antibody for 5 min at 37oC.  Cells were lysed in digitonin and lysates (2.5

X 105 cell equivalents/sample) were analysed by anti-phosphotyrosine (ptyr) western

blot.  B. Ramos B cells were treated with either DMSO, or 10 µM staurosporine (stauro)

for 15 min at 37oC and then either untreated or stimulated with F(abÕ)2 anti-µ antibody for

5 min at 37oC.  Cells were lysed in digitonin and lysates (2.5 X 105 cell

equivalents/sample) were analysed by CD20 western blot.  Note the 35 kDa form of

CD20 (indicated by an arrow) is less apparent with staurosporsine treatment.  Data are

representative of one (pic + PP2) and two (PP2, pic and stauro) experiments.
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Figure V.10.  Cell surface immunoglobulin dissociation from CD20 is independent

of signalling events.  Ramos B cells (5 X 107 cells/sample) were cell surface

biotinylated, treated with either DMSO, 10 µM staurosporine (stauro) for 15 min, 50

µg/mL piceatannol (pic) for 30 min, or 100 µM PP2 for 5 min at 37oC and then either

untreated or stimulated with F(abÕ)2 anti-µ antibody for 5 min at 37oC.  Cells were lysed

in digitonin and immunoprecipitated using anti-CD20 rabbit serum.  Immunoprecipitates

were analysed by avidin (upper panel) or CD20 (lower panel) blot.  Arrows indicate the

cell surface immunoglobulin heavy (IgH) and light (IgL) chains.  Data are representative

of two (stauro and PP2) and three (pic) experiments.
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One set of cells were untreated or stimulated using F(abÕ)2 anti-µ for 15 min on ice, then

lysed and cleared lysates immunoprecipitated using anti-CD20 rabbit serum.  The other

set of cells were lysed and either no antibody or F(abÕ)2 anti-µ was added to the lysates

followed by immunoprecipitation with anti-CD20 rabbit serum.  Samples were then

analyzed by avidin blot.  Although the bands corresponding with the BCR heavy and

light chains were not detected in samples stimulated prior to lysis, they were still detected

in samples treated with anti-µ  after lysis (Figure V.11A).  CD20-cell surface

immunoglobulin association was not disrupted by addition of the ligating antibody to

lysates despite its ability to bind to immunoglobulin under these same conditions (refer

back to Figures V.2 and V.4).  This result indicates that dissociation was not caused by

steric hindrance by the ligating antibody.

Since dissociation of cell surface immunoglobulin from CD20 required ligation of

receptor on intact cells, experiments were then performed to determine whether or not

dissociation required receptor cross-linking.  Ramos B cells were cell surface

biotinylated, untreated or stimulated with F(abÕ)2 anti-µ or Fab anti-µ and then lysed in

digitonin.  CD20 immunoprecipitates were analysed by avidin blot.  Dissociation only

occurred when BCR was ligated on intact cells with F(abÕ)2 anti-µ cross-linking antibody

and not when Fab having the same specificity was used (Figure V.11B).  These results

indicated that the BCR dissociates from CD20 upon cell surface receptor cross-linking.

There was the possibility that cell surface immunoglobulin became insoluble in

digitonin upon receptor ligation by either attaching to the cytoskeleton or having a

different affinity for lipids and cholesterol, while CD20 remained soluble.  Western blot

analysis of anti-µ immunoprecipitates from similarly treated cell lysates indicated that
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Figure V.11.  Cell surface immunoglobulin dissociation from CD20 requires

receptor cross-linking on intact cells.  A. Ramos B cells (5 X 107 cells/sample) were

cell surface biotinylated.  Intact cells or lysates were either untreated or stimulated using

F(abÕ)2 anti-µ for 15 min on ice. Intact cells were then lysed in digitonin and all samples

immunoprecipitated using anti-CD20 antibody.  Immunoprecipitates were analysed by

avidin (upper panel) and CD20 (lower panel) blot.  Arrows indicate the cell surface

immunoglobulin heavy (IgH) and light (IgL) chains. Data are representative of two

experiments.  B. Ramos B cells (5 X 107 cells/sample) were cell surface biotinylated,

untreated or stimulated with either F(abÕ)2 anti-µ or Fab anti-µ for 15 min on ice, lysed in

digitonin and then immunoprecipitated with anti-CD20 antibody.  Immunoprecipitated

proteins were analysed by avidin (upper panel) and CD20 (lower panel) blot.  Arrows

indicate the cell surface immunoglobulin heavy chain.
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cell surface immunoglobulin had indeed become insoluble in BCR stimulated samples

(data not shown).  This suggested that the observed dissociation of cell surface

immunoglobulin from CD20 might be the consequence of an induced change in its

detergent solubility.  To address this, the relative localization of cell surface

immunoglobulin and CD20 was examined by immunofluoresence microscopy in DRMs

isolated from Brij58 sucrose density gradients prepared from BJAB GFP.CD20 B cells,

either stimulated or unstimulated on ice with F(abÕ)2 anti-µ  antibody (Figure V.12).  The

extent of CD20 colocalization with cell surface immunoglobulin was substantially

reduced in the stimulated samples (refer back to Figure V.5), providing independent

evidence of physical separation of the BCR from CD20.

C.  Discussion

Preliminary chemical cross-linking studies comparing membrane permeable and

non-permeable cross-linkers indicated no obvious difference in the protein aggregates

immunoprecipitated with anti-CD20 antibody from B cell lysates.  Similarly, avidin blot

analysis of CD20 immunopreciptates from total protein versus cell surface biotinylated B

cell digitonin lysates also revealed no differences in associated proteins (data not shown).

Together, these results suggested that CD20 likely associated with membrane proteins in

unstimulated cells.  As a result, the series of experiments detailed in this chapter were

aimed at examining possible cell surface molecules that associate with CD20.

In this series of experiments, we demonstrate CD20 association with cell surface

molecules corresponding with ~80 kDa, ~45 kDa and ~29 kDa in size.  Although we

were not able to identify the ~45 kDa protein, we were able to confirm that the ~80 kDa
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Figure V.12.  Cell surface immunoglobulin is detected within lipid rafts after

receptor stimulation and dissociation from CD20.  BJAB B cells stably expressing

CD20.GFP (5 X 107 cells/sample) were either untreated or stimulated using Cy3-

conjugated F(abÕ)2 anti-µ for 15 min on ice.  Samples were lysed in 1% Brij-58 and DRM

fractions prepared by sucrose gradient centrifugation.  DRMs isolated from the

unstimulated sample were counterstained using biotin conjugated Fab anti-µ followed by

Cy3-conjugated avidin.  Percent colocalization was calculated using Co-Localizer Pro

software and is indicated below each image.  Data are representative of six (- anti-µ) and

ten (+ anti-µ) fields.
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Figure V.13.  Summary of results in Chapter V.  In resting B cells, CD20 is associated

with an unidentified ~45 kDa protein as well as with cell surface immunoglobulin.  CD20

association with cell surface immunoglobulin occurs within lipid rafts.  Upon receptor

engagement, cell surface immunoglobulin dissociates from CD20.  Their dissociation

requires BCR cross-linking on intact cells and occurs in the absence of signalling events.

The dissociation of cell surface immunoglobulin from CD20 may act to facilitate

processes either resulting in BCR internalization or signalling events.
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and ~29 kDa proteins represent the BCR heavy and light chains, respectively.  CD20

association with cell surface immunoglobulin occurs within lipid rafts (Figure V.13),

situating it with the receptor that triggers its involvement in calcium entry.  Upon

receptor engagement, cell surface immunoglobulin is no longer detected in association

with CD20 in immunoprecipitates from digitonin lysates.  Their dissociation requires

BCR cross-linking on intact cells and occurs independently of signalling events.

C.1. The ~45 kDa protein

As mentioned above, we have shown that the CD20 digitonin complex includes

an unidentified ~45 kDa component.  Unlike the BCR heavy and light chains, it did not

dissociate from CD20 upon receptor ligation.  Despite attempts to identify the ~45 kDa

protein by mass spectrometry, no definitive results were obtained.  Because of its

proximity to the heavy chain of the immunoprecipitating antibody, the signal of the ~45

kDa protein was masked by the shear quantity of unrelated protein.  An unidentified

protein of similar molecular weight has been previously shown to co-precipitate with

CD20 in NP-40 lysis buffer (113).  Candidate proteins include the transmembrane

proteins CD23 (Fc%RII; 45kDa), CD32 (Fc#RII; 40kDa), and CD40 (48 kDa) as well as

the GPI-anchored protein CD48 (45kDa).

CD48 is a GPI-anchored protein considered to be a marker of lipid raft domains

and is widely expressed on leukocytes (241).  It mediates cell adhesion and is related to

the immunoglobulin family sub-group of proteins that includes CD2 and LFA3 (241).

CD20 and CD48 have been reported to localize to the same lipid raft microdomains



140

(242).  The possible identity of the ~45 kDa protein with CD48 is currently being

investigated.

CD40 has previously been shown to be physically associated with CD20 (160).

Their physical association, as well as that of MHCII, were observed in the less stringent

detergent CHAPS in which larger aggregates of proteins are maintained.  To test the

possibility that the ~45 kDa protein associated with CD20 in digitonin was CD40, Ramos

B cells were lysed and CD20 immunoprecipitated for CD40 western blot, but CD40 was

not detected.

The association of CD20 with an Fc receptor (FcR) expressed on B lymphocytes,

either CD23 (Fc%RII) or CD32 (Fc#RII), was anticipated because CD20 shares amino

acid sequence similarity with MS4A2 (FcR" )) which is a component of FcR complexes

(128).  Ligation of CD20 on B cells has been shown to cause CD23 shedding from the

cell membrane (200, 243).  However, the identity of the ~45 kDa protein with CD23 was

ruled out since CD23 expression was not detected by flow cytometry on the B cell lines

used for this study.  CD20 association with a ~45 kDa protein was also observed in a T

cell line (Molt-4) and a nonhematopoetic cell line (CHO) exogenously expressing CD20,

suggesting that the protein may be ubiquitously expressed (data not shown).  CD23

expression and that of CD32 and CD40 is restricted to hematopoetic cells and dendritic

cells.  Because of its association with CD20 regardless of cell type, it is possible that the

~45 kDa protein may play an important role possibly as a channel or regulatory protein.

Future experiments using 2D gel electrophoresis may aid in identifying this protein.
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C.2. CD20 and cell surface immunoglobulin

The CD20 associated cell surface proteins of ~80 kDa and ~29 kDa were

identified as the cell surface immunoglobulin heavy and light chains, respectively.

Approximately 10.2% of total CD20 co-precipitated with anti-µ antibody (refer back to

Figure V.4A; lower panel), while the equivalent amount of cell surface immunoglobulin

(~10.2%) associated with CD20 (refer back to Figure V.4A; upper panel).  These values

may be an under-estimate if the association is not completely stable in digitonin.  As

well, these values reflected only the relative proportion of total protein in association with

the other, not stoichiometry.  The results in Chapter III indicate that four monomers of

CD20 would likely associate with each molecule of cell surface immunoglobulin.

CD20 association with cell surface immunoglobulin in digitonin lysates was not

unexpected, since CD20 and BCR had previously been shown to colocalize in the plasma

membrane by immunofluorescence microscopy (145).  There are several possible reasons

that CD20 may not have been detected previously in the BCR complex.  The studies

examining the stoichiometry of cell surface immunoglobulin with Ig! /"  were performed

by transfecting BCR components into the murine J558L plasmacytoma cell line (237).

This cell line is terminally differentiated and likely does not express CD20.  In other

studies using cells that do express CD20, CD20 may not have been detected because its

small extracellular loop contains few residues available for cell surface labelling.  As

well, even if CD20 was successfully labelled it may have been difficult to distinguish

from the cell surface immunoglobulin light chain whose size can be very close to that of

CD20 depending upon the cell line (refer to Figure V.2).
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In previous studies addressing CD20 associations with cell surface proteins, its

association with the BCR heavy and light chains was also not reported.  Only a small

proportion of cell surface immunoglobulin forms a complex with CD20 so it may have

been below the level of detection.  In at least one study, antibody directed against an

extracellular epitope of CD20 was added to intact cells prior to lysis so that CD20 could

be immunoprecipitated effectively (161).  This may have resulted in the separation of

CD20 from adjacent proteins because of steric effects.  In this situation, CD20-cell

surface immunoglobulin association may have been disrupted upon binding of the

immunoprecipitating antibody.  The CD20 complex in association with cell surface

immunoglobulin may also not have been maintained in some cases since detergents other

than digitonin had been used for sample preparation (113, 162).  In an additional study,

CD20 was immunoprecipitated from digitonin lysates of the human Raji B cell line that

expresses very low levels of non-functional receptor (120).  There were hints as to CD20

association with cell surface immunoglobulin in at least one published report.  Bands

similar in size to the IgM heavy and light chains were observed in CD20

immunoprecipitates from the T51 lymphoblastoid cell line as well as in tonsil NP-40

lysates; however, these were reported to be non-specific because similar bands were

observed in the isotype control samples (161).  The protein A used in the CD20 and

control immunoprecipitations is reactive with human IgM antibody and similarly reactive

with IgM cell surface immunoglobulin.  As well, protein A binding is enhanced with

certain kappa light chains.  These factors can make specific immunoprecipitation of cell

surface immunoglobulin difficult.
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C.3. What about Ig! /" ?

In this study, proteins corresponding in size with Ig! /"  (48/39 kDa) were

sometimes observed in the avidin blots of CD20 immunoprecipitates from cell surface

biotinylated cell lysates (refer to Figure V.9).  Ig!  and Ig"  have been found to be weakly

labelled with biotin in comparison with the BCR heavy and light chains (46), so the

heterodimer may have been present but not detected consistently by avidin blot analysis.

It is possible that CD20 may be linked indirectly to Ig! /"  via cell surface

immunoglobulin, forming a larger complex similar to that of MS4A2 (FcR" ) that not

only associates with the high affinity receptor for IgE (Fc%RI) and low affinity receptor

for IgG (Fc#RIII) but also with the gamma chain homodimer signalling component (57,

128, 129).  The association of Ig! /"  is largely dependent upon polar and aromatic

residues in the IgM transmembrane domain and is required for IgM cell surface

expression (244).  The single Ig! /"  heterodimer could shield the interface of one heavy

chain, while CD20 could interact with the other.  My experiments, however, provided no

strong evidence for their inclusion in the CD20-BCR cell surface immunoglobulin

complex.

Another possibility is that the cell surface immunoglobulin residing constitutively

within lipid rafts may be a part of a different complex including only CD20.  Most, if not

all, lipid raft localized BCR immunoglobulin is associated with CD20 (refer to Figure

V.5).  CD20 itself may shield the IgM transmembrane residues, acting to localize the

complex to lipid rafts where receptor ligation may initiate distinct signals.  Indeed, B

cells isolated from a murine CD20 knockout model have reduced cell surface IgM
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expression suggesting a possible role for CD20 in the transport of a sub-population of

IgM to the cell surface (120).

C.4. BCR-mediated dissociation of cell surface immunoglobulin from CD20

Upon receptor stimulation, cell surface immunoglobulin dissociated from CD20.

Immunofluorescence microscopy results had shown that CD20 and BCR are highly

colocalized in the plasma membrane after 1min stimulation at 37oC and dissociate over

time of stimulation (145).  Here, their degree of physical association was greatest in

unstimulated cells and decreased rapidly upon receptor stimulation, even upon

stimulation on ice.  These results were not completely consistent with those observed

using immunofluorescence microscopy of intact cells treated similarly since this method

may not have provided images of high enough resolution to detect small changes in

membrane protein localization.

As was mentioned in the results, the dissociation of cell surface immunoglobulin

from CD20 upon receptor stimulation possibly reflected a change in its solubility in

detergent.  Early studies had shown that cell surface immunoglobulin becomes insoluble

in NP-40 or Triton X-100 detergent upon receptor cross-linking on ice (245-247).  This

observation was initially interpreted as resulting from receptor attachment to the

cytoskeleton (246-248).  Detergent insolubility requires cross-linking of cell surface

receptor and occurs in a temperature-independent, energy-independent fashion (246,

249).  Cell surface immunoglobulin became detergent insoluble even in the absence of

the Ig! /"  signalling components, where very little, if any tyrosine kinase signalling, was

detected upon receptor ligation (250).
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Subsequent studies indicated that receptor association with lipid rafts, in part,

could also account for their detergent insolubility and that this phenomenon could even

occur in cells stimulated on ice (42, 44, 145, 251).  Indeed, images of lipid rafts under

such conditions show separate CD20 and BCR containing rafts (Figure V.5) (145).

Consistent with this, a previous observation of the reduced solubility of cell surface

immunoglobulin in digitonin upon antigen-specific cross-linking of BCR was suggested

as being a result of a change of its association with lipid rafts (252).

The dissociation of B cell receptor from CD20 upon receptor cross-linking may

act to facilitate processes either resulting in B cell receptor internalization or signalling

events (Figure V.13).  Antigen engagement of B cells has been shown to destabilize the

cell surface immunoglobulin-Ig! /"  complex within the plasma membrane.  Physical

separation of the antigen binding and signalling components of the BCR is thought to act

as a mechanism for receptor desensitization in anergic B cells (253, 254) as well as to

facilitate internalization of the receptor in mature B cells (255).  In mature B cells, the

majority of Ig! /"  remains on the cell surface (256).  A few Ig! /"  heterodimers associate

with residual cell surface immunoglobulin (256), while some Ig! /"  act to transduce

signals in complex with MHCII upon its aggregation by TCR (257).  The dissociation of

CD20 and cell surface immunoglobulin may serve a similar purpose, however,

preliminary data indicates that BCR internalization still occurs in mouse splenic B cells

in the absence of CD20 (Tammy Unruh and Julie Deans, unpublished data).  Unlike the

dissociation of CD20 and cell surface immunoglobulin; however, BCR destabilization is

dependent upon signalling events and the receptor remains soluble in the CHAPS

detergent used in those studies (253, 255).
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C.5. CD20-cell surface immunoglobulin and lipid rafts

The mutual localization of CD20 and associated cell surface immunoglobulin

within lipid raft plasma membrane microdomains and their subsequent dissociation may

be required for BCR regulation of CD20 function.  It has been speculated that the

dynamic lateral movement of the BCR in the plasma membrane upon its ligation may act

to situate it away from certain modulatory molecules, but in closer proximity with others

(6).  Compartmentalization is thought to promote the regulatory control of Kv1.3

channels by tyrosine phosphorylation and result in suppressed internalization of these

channels (258).  The common localization of cardiac L-type calcium channels to caveolae

is required for its regulation by " 2-adrenergic receptors (259).  Similarly, the dynamic

colocalization of CD20 and cell surface immunoglobulin within lipid rafts may serve as a

regulatory control mechanism for CD20.  Dissociation of cell surface immunoglobulin

may allow CD20 to be more receptive to phosphorylation and intracellular calcium

release.
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VI.  CD20 DYNAMICALLY ASSOCIATES WITH PHOSPHOPROTEINS AND
CALMODULIN BINDING PROTEINS UPON B CELL RECEPTOR LIGATION

A. Introduction

In the last chapter, we examined CD20 associations with cell surface molecules.

In the process, we found that CD20 associates with cell surface immunoglobulin and, at

least, one other unidentified protein of ~45 kDa.  A series of experiments were then

undertaken to try to determine whether or not there were additional proteins recruited to

the CD20 complex after BCR stimulation.

Several previous studies had attempted to identify CD20 associated signalling

molecules.  CD20 had been shown to be associated with Src family kinases as well as the

adapter molecule Cbp/PAG (48, 168).  However, the association of these molecules with

CD20 was determined to be a result of their mutual localization to lipid rafts and may not

be functional in nature.  The cytoplasmic domains of CD20 contain multiple putative

serine/threonine phosphorylation sites, including those for casein kinase II and CAMKII

(136, 137, 163, 164). Both of these kinases have been shown to phosphorylate CD20 in

vitro.  Their physical association with CD20 as well as the functional relevance of these

observations has not been demonstrated.

The series of experiments described in this chapter were aimed at identifying

possible CD20 associated signalling molecules.  In order to examine the broadest range

of associated molecules, CD20 associations were studied using 1) phosphotyrosine blot,

2) phosphoserine/threonine blot, and 3) calmodulin overlay.  A widely used antibody,

4G10, was used to detect tyrosine phosphorylated molecules.  Since there are multiple

consensus sequences for phosphorylation of serine and threonine residues, commercial
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antibodies had not been available until recently.  Blotting conditions had to be established

prior to examining CD20 associated phosphoserine/threonine proteins.

Some molecules such as CAMKII can be modulated by phosphorylation as well

as by calcium responsive proteins (66).  One such calcium sensing protein, calmodulin,

can act directly by binding channels or indirectly by binding to numerous signalling

effectors (66).  Calmodulin can interact with more than 300 proteins including those

involved in modulating protein phosphorylation (260).  It has primarily been shown to

interact with serine/threonine protein kinases, but with only one protein phosphatase,

calcineurin (66).

Calmodulin is a ~17 kDa acidic protein containing two EF hands at each end of

an alpha helix (261, 262).  As the calcium concentration increases within the cell,

calcium binds co-ordinately to these EF hands resulting in the conformational change and

increased hydrophobicity of calmodulin (66, 261, 262).  Calmodulin can then interact

with proteins whose activity it modulates.  This calcium dependent conformational

change of calmodulin has been utilized as a tool for detecting proteins containing

calmodulin-binding domains, including in calmodulin overlays (263-267).  Early studies

had utilized radioactively labelled calmodulin to probe samples that had been separated

by SDS-PAGE (263, 265).  This process was time-consuming and provided high

background, so the overlay method was modified.  The samples were separated by SDS-

PAGE, transferred to nitrocellulose and then probed with radioactively labelled

calmodulin (264).  Subsequently, a process using biotinylated calmodulin in conjunction

with an avidin detection system was developed (266, 267).  Biotinylation was found not

to influence the ability of calmodulin to bind to other proteins.  Calmodulin binding
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proteins could be detected with nanogram sensitivity within hours as opposed to days and

with lower background signal.

Using these methods, we demonstrate BCR-mediated CD20 association with

several tyrosine/serine/threonine phosphosphorylated proteins as well as calmodulin

binding proteins.

B. Results

B.1. CD20 dynamically associates with several tyrosine phosphorylated proteins upon

BCR ligation

BCR engagement initiates a series of signalling events characterized by changes

in protein phosphorylation.  Upon receptor ligation, Ig! /"  are phosphorylated on tyrosine

residues by the Src family kinase Lyn.  The tyrosine kinase Syk is then recruited and

activated, leading to the initiation of several different signalling pathways (refer to Figure

I.1) (19).  A yet uncharacterized series of signalling events results in CD20

phosphorylation, suggesting that constitutively or dynamically associated proteins could

regulate its function.  In order to examine potential CD20 associations with tyrosine

phosphorylated proteins, Ramos B cells were either untreated or stimulated over time

with anti-µ antibody and then lysed in digitonin.  CD20 was immunoprecipitated from

the lysates and the samples were analysed by phosphotyrosine western blot.  In these

experiments, a ~60kDa tyrosine phosphorylated protein (pp60) was reproducibly detected

in the CD20 complex after 5 min of receptor stimulation (Figure VI.1A), a time point at

which cell surface immunoglobulin had dissociated from CD20 as judged by biochemical
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Figure VI.1.  CD20 associates with tyrosine phosphorylated proteins upon BCR

stimulation.  A.  Ramos B cells (5 X 107 cells/sample) were unstimulated or stimulated

with anti-µ antibody for 15 min on ice or for 5 min at 37oC.  Cells were lysed in digitonin

and cleared lysates were immunoprecipitated for CD20.  Samples were analysed by

phosphotyrosine (ptyr; upper panel) and CD20 (lower panel) blot.  B. Ramos B cells (5 X

107 cells/sample) were unstimulated or stimulated with anti-µ antibody for the times and

conditions indicated.  Samples were analysed by phosphotyrosine (ptyr; upper panel) and

CD20 (lower panel) blot.  Arrows indicate prominent phosphoproteins.  Data are

representative of four experiments.
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methods (refer back to Figure V.8).  The experiment was repeated with a longer time

course of receptor stimulation and CD20 association with pp60 was observed at the 5 min

time point once again, but not at earlier (2 min) or later (15 min) times (Figure VI.1B).

Additional tyrosine phosphorylated proteins of ~65 kDa (pp65) and ~75 kDa (pp75) were

detected in CD20 immunoprecipitates in this experiment (Figure VI.1B).  The ~65 kDa

phosphoprotein was observed most prominently after 5 min anti-µ stimulation at 37oC,

while pp75 was detected in association with CD20 after receptor stimulation for 15 min

on ice up to 5 min at 37oC (Figure VI.1A and Figure VI.1B).  The ~65 kDa and ~75 kDa

phosphoproteins were detected inconsistently.  They were observed in Figure VI.1B and

other experiments, but they were not prominent in the experiment shown in Figure

VI.1A.  The ~50 kDa and ~25 kDa bands corresponded with the heavy and light chains of

the immunoprecipitating antibody.

B.2. CD20 dynamically associates with several serine/threonine phosphorylated

proteins upon BCR ligation

To detect potential CD20-associated serine/threonine phosphorylated proteins, the

serine/threonine western blotting conditions were first established.  Ramos B cells were

stimulated with anti-µ over time and then lysed.  Lysate samples were separated by SDS-

PAGE and blotted for serine/threonine phosphorylated proteins.  Initial blots of samples

that had been lysed in buffer containing standard protease inhibitors did not reveal any

obvious changes in protein phosphorylation over time of BCR stimulation.  The potent

serine/threonine protein phosphatase inhibitor microcystin-LR was then included in the

lysis buffer in an effort to more strongly inhibit protein dephosphorylation.  These
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samples were then analysed by western blot.  Many proteins whose phosphorylation did

not change over time of stimulation were still detected; however, several dynamically

phosphorylated proteins were revealed (Figure VI.2).  Based on this result, microcystin-

LR was included in the lysis buffer of subsequently prepared samples examining CD20

associated serine/threonine phosphoproteins.

Ramos B cells were stimulated with anti-µ, lysed in digitonin and then CD20

immunoprecipitated.  Immunoprecipitates were analysed by serine/threonine western blot

using the established conditions.  CD20 transiently associated with a ~100 kDa protein

after 30s of stimulation.  A >175 kDa protein was detected at 1 min and association was

sustained until at least the 2 min time point (Figure VI.3).  These associated

phosphoproteins were observed reproducibly.  Additionally, CD20 appeared to be

constitutively associated with ~45 kDa and >200 kDa proteins whose phosphorylation

was enhanced after 1min of receptor stimulation.  CD20 itself was not detected despite

being basally phosphorylated, possibly because the blotting antibody does not detect

every one of the numerous phosphorylated serine/threonine kinase consensus sequences.

The very prominent bands of ~50 kDa and ~25 kDa corresponded with the heavy and

light chains of the immunoprecipitating antibody.

Experiments undertaken to identify the CD20 associated phosphoproteins

provided no definitive results.  The ~60kDa CD20 associated tyrosine phosphoprotein

detected in this study corresponded in size with some of the Src family kinases.  In order

to determine if one of the Src family kinases was recruited to the CD20 complex, Ramos

B cells were untreated or stimulated with anti-µ for 5 min at 37oC, lysed in digitonin and

CD20 immunoprecipitated.  Samples were analysed by western blot using an antibody
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Figure VI.2.  Changes in serine/threonine phosphorylated proteins upon BCR

stimulation.  Ramos B cells were unstimulated (UN) or stimulated with anti-µ antibody

at 37oC for the times indicated.  Cells were lysed in digitonin.  Lysates (4 X 105 cell

equivalents/sample) were analysed by phosphoserine/threonine blot (pser/thr; upper

panel).  To control for loading, the membrane was analysed by CD20 blot (lower panel).

Arrows indicate several proteins whose phosphorylation changes over time of receptor

stimulation.
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Figure VI.3.  CD20 associates with serine/threonine phosphorylated proteins upon

BCR stimulation.  Ramos B cells (5 X 107 cells/sample) were unstimulated (UN) or

stimulated with anti-µ antibody at 37oC for the times indicated.  Cells were lysed in

digitonin.  Cleared lysates were immunoprecipitated for CD20.  Samples were analysed

by phosphoserine/threonine (pser/thr; upper panel) and CD20 (lower panel) blot.  Arrows

indicate prominent phosphoproteins.  Data are representative of three experiments.
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directed against an activation epitope that is conserved between several of the Src kinase

family members.  Despite being previously identified to associate with CD20 (168), Src

family kinases were not detected in CD20 immunoprecipitates in this experiment.  This

was not surprising since CD20 association with Src family kinases were determined to be

a result of their mutual localization within lipid rafts (Haidong Li and Julie Deans,

unpublished data) (135, 168, 268).  Lipid rafts are likely disrupted in the digitonin lysis

buffer used in these experiments.

In addition, attempts were made to identify CD20-associated proteins by mass

spectrometry.  Ramos B cells were either unstimulated or stimulated with anti-µ antibody

at 37oC over time and then lysed in digitonin.  Cleared lysates were immunoprecipitated

with CD20 antibody covalently conjugated to Sepharose beads.  The samples were run on

SDS-PAGE and the gel stained using PageBlue Protein Staining Solution.  In the initial

experiment, several proteins were recruited to the CD20 complex upon BCR stimulation

with their association peaking at 1 min and decreasing immediately afterwards.  These

included proteins of ~190 kDa, ~105 kDa, ~70 kDa and ~45 kDa.

In order to identify these proteins, the experiment was repeated.  Ramos B cells

were stimulated for 1 min at 37oC, since it was at this time point that the protein

associations were most pronounced.  The cells were lysed, pelleted and the soluble lysate

divided into two samples.  One sample was immunoprecipitated with anti-CD20

antibody-conjugated Sepharose beads, while the other was immunoprecipitated with

isotype control antibody-conjugated beads.  Once again, several protein bands were

specifically observed in the CD20 immunoprecipitate sample including proteins of ~190

kDa, ~105 kDa, ~70 kDa, and ~45 kDa (Figure VI.4).  These bands were excised from
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the gel and sent for sequencing by mass spectrometry.  Sequences for these proteins were

obtained by peptide mass fingerprint (PMF) or, in some cases, by tandem mass

spectrometry (LC/MS/MS) (Table VI.1).  Possible identities were determined based on

the number of peptide matches with the database, the probability that the matches were

not random events (Mowse Score) as well as appropriate protein mass compared to that

of the band excised from the gel.  The proteins were identified as cytoskeletal associated

proteins as follows:  myosin (~190 kDa), actinin (~105 kDa), L-plastin (~70 kDa) and

actin (~45 kDa) (discussed further below).  Their specific and functional associations

with CD20 were not confirmed.

Table VI.1.  Possible Identities of BCR-mediated CD20 Associated Proteins as
Determined by Mass Spectrometry
Approximate
MW (kDa)

Possible Identity PMF or
LC/MS/MS

Predicted
Mass

Mowse
Score*

Peptide
Matches#

190 myosin-9
(myosin heavy
chain, nonmuscle
Iia)

PMF 227515 2261 96

105 alpha-actinin 4 PMF 105245 937 24
70 L-plastin

(Lymphocyte
cytosolic protein
1) (LCP-1)
(LC64P)

LC/MS/MS 70815 144 5

45 actin, cytoplasmic
1 (Beta-actin)

PMF 42052 412 47

*  Mowse scores of at least 32 or greater indicate identity or extensive homology
#  Number of sample peptides matching those of a protein in the database
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Figure VI.4.  Detection of CD20-associated proteins following BCR stimulation.

Ramos B cells (1 X 108 cells/sample) were stimulated with anti-µ antibody for 1 min at

37oC.  Cells were lysed in digitonin and then divided in two sets of samples.  One set of

samples was immunoprecipitated with human IgG-conjugated Sepharose beads (CT)

while the other set was immunoprecipitated with rituximab-conjugated Sepharose beads

(CD20).  Samples were resuspended in sample buffer, analysed by SDS-PAGE and

proteins visualized using PageBlue Protein Staining solution.  The stained gel was

imaged using the LI-COR Odyssey.  Arrows indicate CD20 associated proteins and

possible identities as determined by mass spectrometry.  Data are representative of three

experiments.
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B.3. CD20 associates with calmodulin binding proteins upon BCR ligation

We speculated that some of the CD20 associated phosphoproteins were calcium

sensitive signalling molecules because of the demonstrated involvement of CD20 in

calcium entry.  In order to examine this possibility, the presence of calcium sensitive

signalling molecules within the CD20 complex was examined.  We decided to

specifically study CD20 associations with calmodulin binding proteins by using a

calmodulin overlay assay (266).  The specificity of the overlay was first established.  The

proteins in Ramos B cell lysates were separated by SDS-PAGE and transferred to PVDF

membrane.  The membrane was then incubated with biotinylated calmodulin in the

presence of calcium or the calcium-chelating agent EDTA.  Numerous calmodulin

binding proteins were detected in the presence of calcium.  These associations were

abolished in the EDTA containing buffer demonstrating that calmodulin had bound to the

membrane adherent proteins in a calcium dependent fashion (Figure VI.5).

Calmodulin overlays were then performed on CD20 immunoprecipitates.  Ramos

B cells were unstimulated or stimulated with anti-µ for 1min and lysed in digitonin.

Cleared lysates were divided in half and immunoprecipitated with control or CD20

antibody.  Samples were then analysed by calmodulin overlay and visualized using the

LI-COR Odyssey system.  Calcium was included in the buffers used for the overlay so

that calcium dependent calmodulin-protein associations could be examined.  Calmodulin

overlay revealed CD20 association with several calmodulin binding proteins of ~68 kDa,

~83 kDa and a doublet of ~175 kDa. The association with the ~68 kDa calmodulin

binding protein appeared to be enhanced after 1min of stimulation (Figure VI.6A).  These



163

Figure VI.5.  Detection of calmodulin binding proteins by calmodulin overlay.

Ramos B cells were lysed in digitonin.  Protein samples (4 X 105 cell equivalents/sample)

were run on SDS-PAGE and transferred to PVDF.  Calmodulin (CAM) overlays were

performed in the presence of 1 mM calcium or 5 mM EDTA.
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proteins likely associated specifically since they were not observed in the corresponding

isotype controls.

In order to examine changes in CD20 associations with calmodulin binding

proteins over time, Ramos cells were unstimulated or anti-µ stimulated over a longer time

course and then lysed.  Lysate samples were then immunoprecipitated for CD20 and

analysed by calmodulin overlay.  Calmodulin binding proteins of ~65 kDa and ~80 kDa

were observed to associate with CD20 (Figure VI.6B).  These proteins likely

corresponded with the ~68 kDa and ~83 kDa calmodulin binding proteins observed in

Figure VI.6A, but migrated slightly faster as a result of gel-to-gel variation.  Consistent

with Figure VI.6A, the ~65 kDa protein associated transiently after 1 min of stimulation.

In contrast, the ~80 kDa protein appeared to associate transiently with CD20 in this

experiment since it was only detected at the 4 min time point.

In order to identify the CD20 associated calmodulin binding proteins, a

calmodulin pulldown experiment was performed.  The 5 min time point for stimulation

was chosen since the association of the ~68 kDa protein with CD20 appeared to peak at

between 2 to 8 min of stimulation (data not shown), while the ~175 kDa protein was

constitutively associated.  As well, there was the possibility that the ~50 kDa tyrosine

phosphorylated protein shown to associate with CD20 after 5 min of receptor stimulation

(refer to Figure VI.1) was a calmodulin binding protein.  Since several of the calmodulin

binding proteins appeared to be recruited to the CD20 complex after B cell activation,

Ramos B cells were stimulated with anti-µ for 5 min and then lysed in digitonin. Cleared

lysate was divided into two sets of samples.  One set was immunoprecipitated with pre-

immune rabbit serum while the other set was immunoprecipitated with anti-CD20 rabbit
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Figure VI.6.  CD20 associates with several calmodulin-binding proteins upon BCR

stimulation.  A. Ramos B cells (1 X 108 cells/sample) were unstimulated (UN) or

stimulated with anti-µ antibody at 37oC 1 min. Cells were lysed in digitonin and divided

in two.  One sample in each set was immunoprecipitated with control (CT) or CD20

antibody.  Samples were analysed by calmodulin overlay (upper panel) and CD20 blot

(lower panel).  Blots were visualized using the LI-COR Odyssey.  B. Ramos B cells (5 X

107 cells/sample) were unstimulated (UN) or stimulated with anti-µ antibody at 37oC for

the times indicated.  Cells were lysed in digitonin and immunoprecipitated with CD20

antibody. Samples were analysed by calmodulin overlay (upper panel) and CD20 blot

(lower panel).  Blots were visualized using the Biorad FluorS Max System.  Arrows

indicate prominent calmodulin binding proteins. Data are representative of five

experiments.
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Figure VI.7.  Detection of CD20-associated calmodulin-binding proteins following

elution from CD20 immunoprecipitates and calmodulin pulldown.  Ramos B cells (1

X 109 cells/sample) were stimulated with anti-µ antibody for 5 min at 37oC. Cells were

lysed in digitonin and then divided in two sets of samples.  One set of samples was

immunoprecipitated with pre-immune control (CT) while the other set was

immunoprecipitated with anti-CD20 rabbit serum.  Anti-CD20 rabbit serum was also

added to a similar volume of lysis buffer alone as an antibody alone control (Ab alone).

Immunoprecipitated protein was eluted using 100 mM glycine (pH 2.5) and neutralized

with a final concentration of 100 mM TRIS-HCl (pH 8.0).  Eluted protein was

concentrated using Amicon centrifugal devices having a 5000 Da molecular weight cut-

off.  Calmodulin-conjugated beads were added to the concentrated samples to pull down

calmodulin binding proteins.  Samples were resuspended in sample buffer, analysed by

SDS-PAGE and proteins visualized using PageBlue Protein Staining solution.  The

stained gel was imaged using the LI-COR Odyssey.  Arrows indicate CD20 associated

calmodulin binding proteins.  Data are representative of two experiments.
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serum.  Anti-CD20 rabbit serum was also added to a similar volume of lysis buffer as an

antibody alone control.  Immunoprecipitated protein was eluted with glycine and then

neutralized with TRIS buffer.  Eluted proteins were then concentrated using centrifugal

devices.  Calmodulin-conjugated beads were added to the concentrated samples to pull

down calmodulin binding proteins.  Samples were resuspended in sample buffer,

analysed by SDS-PAGE and proteins visualized using PageBlue Protein Staining

Solution.  Upon comparison with control, several protein bands were detected

specifically in the CD20 sample (Figure VI.7).  Several of these proteins, specifically the

ones of ~180 kDa and ~85 kDa, possibly corresponded with those observed by

calmodulin overlay (refer to Figure VI.6), but migrated slightly differently due to gel

variation.  Proteins of ~180 kDa, ~120 kDa, ~85 kDa and ~78 kDa were excised from the

gel and sent for mass spectrometry analysis.  Unfortunately, the proteins could not be

identified since specific signals were overwhelmed by signal derived from contaminating

proteins particularly those from the rabbit serum used for the immunoprecipitation.

These issues could not be resolved despite repeated attempts.

C. Discussion

In this series of experiments, we show that CD20 associates with several

phosphoproteins and calmodulin binding proteins.  The CD20 associated phosphoproteins

include a ~60 kDa tyrosine phosphorylated protein as well as ~45 kDa, ~100 kDa, >175

kDa and >200 kDa serine/threonine phosphorylated proteins.  Calmodulin binding

proteins of ~68 kDa and ~83 kDa dynamically associate with CD20, while one of ~175



171

kDa associates with it constitutively.  Despite many attempts to determine the identity of

these CD20 associated proteins, the results obtained were inconclusive.

Two different approaches were taken to identify the proteins found to associate

with CD20.  The first was to take a ÔblindÕ approach where as many possible proteins

could be identified.  This process would allow for identification of even those proteins

that would not be taken into consideration based on the literature.  As mentioned in the

results, these experiments included immunoprecipitations as well as calmodulin

pulldowns for the purpose of mass spectrometry.  The second approach was to focus on

specific candidate proteins based on their likelihood of associating with CD20.  During

the course of my thesis, only one of these possibilities could be addressed thoroughly.

This strategy led to a series of experiments addressing the potential physical association

of CAMKII with CD20.  Additional candidate proteins that I did not have an opportunity

to study are also discussed.  Future identification of these phosphoproteins and

calmodulin binding proteins will be important in clarifying their role in association with

CD20.

C.1.  The ~60 kDa tyrosine phosphorylated protein

A tyrosine phosphorylated protein of ~60 kDa was found to associate with CD20

after 5 min of BCR stimulation.  This phosphoprotein does not appear to correspond with

any of the previously identified CD20 associated Src family kinases, based on western

blot analysis.  There was the possibility, however, that pp60 corresponds with a

calmodulin binding protein.  As mentioned above, CD20 can be phosphorylated by

CAMKII in vitro (137).  The various CAMKII isoforms are comprised of multiple
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subunits ranging in size from 54 to 60 kDa (66, 76), matching closely in size with the

CD20 associated pp60 reported in this study.  Although serine/threonine phosphorylation

is known to regulate CAMKII function, tyrosine phosphorylation has not been implicated

in the process, but cannot be ruled out.  CAMKII has been implicated in potentiating

SOC current in Xenopus oocytes (269). An isoform of CAMKII (CAMKII ! ) has recently

been shown to localize to lipid rafts (270).  It is possible that an isoform expressed in B

cells, CAMKII( ,, may also localize to lipid rafts where it may modulate CD20 function.

Experiments were performed to test whether CAMKII associated with CD20

before or after BCR stimulation.  Unfortunately, CD20 association with CAMKII was not

confirmed.  Initial experiments were addressed at examining the association of

endogenous CAMKII with CD20 in B cells.  Since endogenous CAMKII is not abundant

in lysate, it could not be detected by western blot analysis even after

immunoprecipitation.  A series of experiments was then performed using an

overexpression system in which HA-tagged CAMKII (CAMKII.HA) was transiently

expressed with CD20 in CHO cells.  To address the possibility that CAMKII only

associated with CD20 upon activation, constitutively active CAMKII.HA was also co-

transfected with CD20.  Cells were lysed, CD20 immunoprecipitated and samples

analysed by western blot.  Although CAMKII.HA could be detected in lysates by

immunoblot, it migrated at approximately the same position as the heavy chain of

immunoprecipitating antibody making interpretation difficult.  Interestingly, while

CAMKII.HA was soluble in digitonin lysis buffer, constitutively active CAMKII.HA was

insoluble, suggesting a possible activation-dependent change in detergent solubility.
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In order to achieve greater separation of CAMKII and the heavy chain of the

immunoprecipitating antibody, a GFP-tagged CAMKII (CAMKII.GFP) construct was

then made and stably expressed in BJAB B cells.  CAMKII.GFP was correctly targeted to

the cytoplasm as determined by immunofluorescence microscopy, and has previously

been shown to be functional in HEK293 cells (271).  Once again, the construct was

expressed at high enough levels to be detected by western blot analysis.  The cells were

lysed, CD20 immunoprecipitated and samples analysed by GFP western blot.

CAMKII.GFP co-precipitated with CD20 regardless of the lysis buffer used, however, it

also was observed in the control samples.

CAMKII kinase assays were performed and also provided inconclusive results.

Ramos B cells were either untreated or stimulated with anti-µ over time, lysed and then

immunoprecipitated using either pre-immune serum or anti-CD20 rabbit serum.  The

kinase assay was then performed in the presence of radioactive ATP, calmodulin, calcium

and substrate.  Consistent with the results obtained by western blot, the activity of

endogenous CAMKII was very low.  The BJAB B cell line stably expressing

CAMKII.GFP was then used in subsequent experiments.  Since CAMKII.GFP was

overexpressed, its activity was easily detected in anti-GFP immunoprecipitated samples.

CD20-associated CAMKII activity was approximately that of background, but the

background activity was higher than that of sample without substrate.  The high

background activity was not surprising considering that CAMKII was observed in control

immunoprecipitates by western blot analysis.  It has also been reported that background

CAMKII activity can be high in the absence of potent phosphatase inhibitors (262).  In

this situation, CAMKII could become constitutively active as a result of
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dephosphorylation of its regulatory autophosphorylation site (262).  Perhaps adjusting the

lysis conditions, increasing the stringency of the immunoprecipitation and/or including

additional protease inhibitors may provide a more clear result.

C.2.  The ~65 to ~68 kDa calmodulin binding protein

The CD20 associated ~65-68 kDa calmodulin binding protein could correspond

with calcineurin.  Calcineurin is a calcium/calmodulin-dependent serine/threonine

phosphatase comprised of a 60-65 kDa subunit in association with a 15-20 kDa subunit.

The 60-65 kDa subunit of calcineurin can be detected using calmodulin overlay (272) and

has been shown to regulate calcium release through IP3R (273) and RYR (274).  In the

case of RYR, calcineurin interacts specifically with the receptor via an adapter molecule

(274).  A complex comprised of proteins including one of  ~68 kDa identified as

calcineurin was shown to associate with the plasma membrane of human lymphoblastoid

cell lines in a calcium-dependent fashion (275).  A phosphatase has been implicated in

regulating CD20 phosphorylation (163, 164).  Inhibition of PKC activation has been

shown to enhance CD20 phosphorylation suggesting that PKC may modulate CD20

phosphorylation by regulating a phosphatase (163, 164).  PKC is capable of

phosphorylating calcineurin (138), raising the possibility that the phosphatase it regulates

may be calcineurin.  The ~65-68 kDa calmodulin binding protein detected in association

with CD20 after 1 min of BCR stimulation (Figure VI.5) could correspond with the

higher molecular weight subunit of calcineurin and act by modulating CD20 activity.

This possibility remains to be tested.
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C.3.  Casein kinase II

CD20 previously had been shown to be phosphorylated by casein kinase II in

vitro.  Casein kinase II is a tetramer comprised of two ~44 kDa subunits in association

with two ~22 kDa subunits.  Proteins corresponding in size with the subunits of casein

kinase II were not detected in any of these experiments.  The interaction of casein kinase

II with CD20 may have been very transient, thereby, making it difficult to detect.  If

CD20 association with casein kinase II was retained under the lysis conditions used, the

~44 kDa subunit may have been present, but masked by the strong signal of the heavy

chain of the immunoprecipitating antibody.  As well, casein kinase II association with

CD20 may occur at time points that were not tested in this series of experiments or may

be maintained in a different detergent.  Future studies will be aimed at determining

whether or not it does physically associate with CD20.

C.4.  The remaining CD20 associated proteins

There is the possibility that any of the phosphoproteins or calmodulin binding

proteins may correspond with a yet unidentified casein kinase-like serine/threonine

kinase that has been shown to immunoprecipitate with cell surface immunoglobulin

independently of Ig! /"  (250).  This association was shown in a variety of detergents

including digitonin (250).  Its association with cell surface immunoglobulin places this

kinase in proximity with CD20.
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C.5.  The cytoskeletal proteins

Several cytoskeletal proteins were identified to be in association with CD20 after

1 min of BCR stimulation by mass spectrometry.  These included myosin (~190 kDa),

actinin (~105 kDa), L-plastin (~70 kDa), and actin (~45 kDa).  These proteins are all

components of the actin cytoskeleton that is organized just beneath the plasma

membrane, which acts to control cell shape and motility (276).  The actin cytoskeleton

regulates a number of cellular functions by a process that involves dynamic

polymerization and depolymerization of actin monomers into actin filaments.  Actin

filaments are cross-linked by the actin-bundling protein, actinin, while filament

movement is mediated by the motor protein, myosin.  L-plastin is a cytosolic, leukocyte

specific actin bundling protein whose specific role is not known although there is some

evidence for its involvement in adhesion (277).  The dynamic activity of these

cytoskeletal proteins is modulated by calcium as well as phosphorylation.

There have been many unreported observations of cytoskeletal proteins being

detected in immunoprecipitated samples, which appear to be specific but are believed not

to be because of the shear abundance of these proteins.  As a result, the association of

these cytoskeletal proteins with CD20 may be an artefact.  However, there is the

possibility that their association is real.  CD20 is localized in lipid rafts and actin

polymerization is involved in recruiting signalling molecules into these plasma

membrane microdomains upon receptor activation (278).  CD20 has been implicated in

modulating B cell adhesion pathways (158, 160) and the actin cytoskeleton is an

important requirement of the adhesive function of integrins (279).  There is also some

evidence that the actin polymerization may act as a physical barrier regulating the
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coupling of store depletion with SOC entry (91).  These cytoskeletal proteins may also be

recruited into the proximity of CD20 by virtue of CD20 association with cell surface

immunoglobulin.  Activation-dependent BCR attachment to the cytoskeleton allows for

its internalization (248, 280), and recent evidence indicates that dynamic changes in actin

polymerization serve to regulate BCR-mediated signals and lipid raft coalescence (281,

282).  Future experiments will be aimed at determining the specificity and functional

relevance of the BCR-mediated association of these cytoskeletal proteins with CD20.

Since their association with CD20 was determined by mass spectrometry, the physical

association of these cytoskeletal proteins with CD20 would have to be confirmed by

western blot analysis.  Further experiments examining the dependence of calcium entry

on their BCR-mediated recruitment to the CD20 complex may help elucidate whether or

not these proteins have a functional association with CD20.
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VII.  DISCUSSION AND FUTURE EXPERIMENTS

A.  Overview

Signals mediated through the cell surface BCR are critical in determining B cell

fate.  Dependent upon the stage of development, these signals determine whether a B cell

undergoes apoptosis, anergy, or activation (5).  CD20 expression correlates with that of

the BCR during development (146).  Here, I have demonstrated that CD20 is organized at

the cell surface possibly as a tetramer, in association with cell surface immunoglobulin

and an unidentified ~45 kDa protein, situating it with the receptor that triggers its

involvement in calcium entry.  BCR engagement results in the dissociation of the

receptor from CD20 as well as the transient recruitment of several phosphoproteins and

calmodulin binding proteins to the CD20 multimeric complex.  These proteins may act to

modulate CD20 activity or that of other proteins that may be recruited to CD20.  I have

also provided evidence that the conformation of CD20 is modulated by plasma membrane

cholesterol.

B.  Is the CD20 homo-oligomer a channel?

Over the course of my thesis work, I was able to demonstrate that CD20

monomers are capable of forming homo-oligomers, possibly tetramers.  All CD20

localizes to higher molecular weight fractions on equilibrium gradients, indicating that

every CD20 monomer is organized in oligomers.  Experimental results support the

existence of CD20 homo-oligomers that are likely to be physiologically relevant in the

plasma membrane.  The ability of CD20 to homo-oligomerize is consistent with that of
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other known calcium channels including Orai1, IP3R and RYR (100, 172).  In

conjunction with other studies, my results lend support for CD20 identity as a SOC

channel.  Nevertheless, only additional biophysical data will be able to conclusively

demonstrate this role for CD20.  It has been argued that the most definitive studies would

require testing the ability of CD20 to mediate calcium flux in a lipid bilayer in the

absence of other proteins.  However, the putative CD20 channels may not assume an

open position in the absence of appropriate signals resulting from store depletion so it is

not clear the this experiment would yield any results.  Studies similar to those

demonstrating Orai1 identity as the CRAC channel are more likely to be informative.

The mutation of two acidic residues in the Orai1 transmembrane domains resulted in

decreased calcium entry and cation selectivity, providing strong evidence for Orai1

identity as the CRAC channel (97).  A similar experiment examining CD20 involvement

in SOC entry would include mutation of the charged residue (Asp137) in the third

transmembrane domain of CD20 and monitoring its influence on calcium selectivity and

entry.

C.  Association between cell surface immunoglobulin and CD20 in primary cells

I have demonstrated CD20 association with cell surface immunoglobulin in

human B cell lines.  However, examining CD20-cell surface immunoglobulin association

in primary B cells proved to be problematic.  In initial experiments, cell surface

immunoglobulin was detected, but it was also present in the control samples.  To reduce

the background, samples were pre-cleared with beads prior to immunoprecipitation.

Although cell surface immunoglobulin was still detected in the control, there was more
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observed in association with CD20.  The specificity of CD20 association with cell surface

immunoglobulin in human B cell lines was controlled by immunoprecipitating MHCII

and CD45 that are both expressed more highly than cell surface immunoglobulin (refer to

Figure V.4B).

The high background in the experiments examining CD20 associated proteins in

primary B cells was likely a result of the affinity of the protein A-conjugated beads for

the IgM cell surface immunoglobulin.  Antibody-conjugated beads were used in

subsequent experiments to resolve this problem.  The use of this method substantially

reduced the background.  In several experiments the overall signal of the western blots

was lower than in previous experiments, but CD20-associated  ~45 kDa, ~32 kDa and

~29 kDa proteins as well as a band of ~35 kDa, likely CD20, were detected specifically.

Although the ~83 kDa band corresponding with the cell surface immunoglobulin heavy

chain was not detected, the ~29 kDa protein probably corresponded with the

immunoglobulin light chain.  The cell surface immunoglobulin heavy chain can

sometimes be less strongly labelled with biotin as compared to light chain (refer to Figure

V.8B) and this may be especially true in primary cells.  Cell surface immunoglobulin

may have also been below the level of detection since na•ve (dense) tonsillar B cells

express three to four times less cell surface IgM as compared with Ramos B cells (283).

The association between CD20 and cell surface immunoglobulin is likely to occur in

primary B cells, but is just more difficult to detect.  Perhaps, higher cell numbers per

sample or the use of a more sensitive detection system, such as the LI-COR Odyssey,

may be required to detect cell surface immunoglobulin in association with CD20 in

primary B cells.
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D.  Dissociation of cell surface immunoglobulin from CD20 by engagement of the

receptor antigen binding domain

BCR stimulation results in the dissociation of cell surface immunoglobulin from

CD20.  This process may allow CD20 to become more accessible and responsive to

signalling molecules.  As well, their dissociation may facilitate internalization of the

BCR, leaving CD20 on the cell surface for calcium signalling.

During the course of my thesis work, the responses of CD20-protein associations

to BCR ligation were examined by using an F(abÕ)2 antibody directed against a

membrane proximal epitope to cross-link the IgM BCR.  Further experiments examining

the dissociation of ligated cell surface immunoglobulin from the CD20 complex could be

performed using conditions more closely mimicking antigen binding.  A modified B cell

superantigen SpA (ModSpA) has repeating subunits that bind specifically to the V

regions of the VH3 subfamily (used by about 30% of human B cells) (284-286).  Unlike

anti-µ, ModSpA cross-links and activates BCRs through V-region interactions only.

Primary human B cells could be isolated, untreated or stimulated with SpA, CD20

immunoprecipitated and analysed by anti-µ blot.  Although only ~30% of the cells may

be responsive, the dissociation of cell surface immunoglobulin from CD20 should still be

detectable.  To confirm these results, these experiments could be repeated in a human B

cell line expressing VH3-expressing cell surface immunoglobulin.

Additional studies could be performed using a transgenic mouse with B cells

expressing cell surface immunoglobulin with specificity for a known antigen such as hen

egg lysozyme (HEL).  The effect of antigen binding to the transgenic BCR on CD20-cell

surface immunoglobulin could be monitored.  Prior to performing such experiments,
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CD20 association with cell surface immunoglobulin would have to be confirmed.

Unfortunately, antibodies against mouse CD20 are not generally available.  Although

CD20-protein associations have been examined in the A20 mouse cell line, CD20

association with cell surface immunoglobulin was not reported (120).  However, these

experiments were not performed using lysis conditions that would maintain the protein-

protein associations within the CD20 complex.  Furthermore, A20 cells express do not

express IgM BCR, only IgG BCR and I have not addressed whether CD20 associates

with IgG.

E.  The role of CD20 and the knockout mouse

CD20 is a homo-oligomer, probably a tetramer, in association with cell surface

immunoglobulin.  Our lab has previously demonstrated a role for CD20 in BCR-mediated

calcium entry.  Together, these data have shown that CD20 is physically and functionally

associated with cell surface immunoglobulin.  The CD20 knockout mouse has been

characterized for effects on B cell development and antibody responses to T cell-

dependent antigen.  However, there are other criteria that have not been examined.  BCR-

mediated calcium entry is reduced in CD20 knock-out mouse splenic B cells, as is CD19-

mediated calcium entry in one model of CD20 deficient mice (120).  As mentioned in

Chapter V, the reduction in BCR-mediated calcium flux may be a consequence of

decreased cell surface IgM (120).  If CD20 is required for lipid raft localization of at least

some IgM, it would expected that there would be fewer lipid raft localized IgM in the

CD20 knockout mouse splenic B cells.  Lipid raft isolation could be performed to

determine whether or not this is the case.  Although no dramatic phenotype or differences
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in BCR- mediated tyrosine phosphorylation of proteins was reported (120, 143), criteria

not yet reported in the literature could be explored.  The effect of CD20 deficiency on the

BCR-mediated activation of specific downstream signalling effectors as well as on the

activation of transcription regulators and/or factors could be compared with that of

control mice.  The effects on gene transcription could also be monitored using micro

array analysis.

A more obvious phenotype resulting from CD20 deficiency may be revealed by

co-ligation of the BCR and CD19.  There is some evidence indicating that CD20 and

CD19 are in close physical association in primary human B cells, since anti-CD20

antibody labelling of these cells results in reduced binding by antibody against CD19

(Linda Ayer, Haidong Li and Julie Deans, unpublished data).  As well, the effect on

calcium entry in CD20 knock-out splenic B cells is more dramatic with CD19 ligation

than with BCR stimulation (120).  To test the effect of BCR-CD19 co-engagement,

experiments similar to those described above could be performed.  In order to conduct

these experiments, the wild type or CD20 deficient mice could be crossed with hen egg

lysozyme (HEL)-specific BCR transgenic mice.  Splenic B cells isolated from wild type

or CD20 knockout mice expressing the transgenic BCR could be stimulated with

recombinant antigen, HEL-C3d, containing HEL fused to three tandemly arranged copies

of C3d, the ligand for CD21, to co-ligate the BCR and CD19 co-receptor complex (52).

The effect of BCR-CD19 co-stimulation on tyrosine phosphorylation, calcium flux,

activation of transcription factors and gene up-regulation could then be determined.

To further test the response of CD20 deficient mice, a series of in vivo studies

could be undertaken.  Wild type and CD20 knock-out mice could be immunized with the
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HEL antigen and their antibody responses monitored over time.  These results could be

compared to those obtained by immunization using HEL-C3d which would co-engage the

BCR and CD19.  It is expected that there would likely be a decreased antibody response

to HEL-C3d, and possibly to HEL.

F.  BCR-mediated homotypic adhesion of CD20 knockout splenic B cells

Several cytoskeletal proteins were co-precipitated with CD20 following BCR

stimulation (refer to Figure VI.4).  Unpublished observations indicate that the detection

of cytoskeletal proteins in immunoprecipitates may not be specific.  Although CD20

association with these cytoskeletal proteins may be an artefact, there is a possibility that

their association is relevant.  CD20 has been implicated in LFA-1-dependent and LFA-1

independent B cell homotypic adhesion (158, 160).  It is well known that the actin

cytoskeleton is required for the adhesive function of integrins (279).  As a result, the

recruitment of the cytoskeletal proteins to the CD20 complex may be important for CD20

involvement in B cell homotypic adhesion.

In order to examine the role of CD20 in adhesion, a series of experiments

examining the affect of CD20 deficiency on BCR-mediated adhesion are currently being

performed.  Recent results acquired in collaboration with Dr. Mike GoldÕs laboratory at

the University of British Columbia have been intriguing.  BCR-mediated adhesion was

enhanced in CD20 deficient mouse B cell spleens as compared with wild type control.

Adhesion appeared to be predominantly LFA-1 dependent regardless of the amount of

stimulating antibody, suggesting a role for CD20 in down-modulation of LFA-1 mediated

adhesion.
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These results appear to be contrary to previously published data.  CD20 ligation

was shown to up-regulate LFA-1 expression (151) and to induce B cell homotypic

adhesion (158, 160).  CD20 engagement also blocks LFA-1 independent adhesion

mediated by CD40 and MHCII (160).  Together, these data actually indicate a positive

role for CD20 in LFA-1 regulation.  However, LFA-1 independent homotypic adhesion is

almost exclusively enhanced when a high concentration of anti-CD20 antibody is used

(158) suggesting that, with increased CD20 engagement, signals inhibiting LFA-1

dependent adhesion are heightened.  However, it should be noted that BCR-mediated

adhesion has not been studied in relation to CD20.

It has been speculated that the threshold for LFA-1 activation is lower than that

for molecules involved in LFA-1-independent adhesion although both processes can be

involved when LFA-1 is activated (158).  It is possible that CD20 may act to inhibit both

LFA-1-dependent and LFA-1-independent adhesion.  In its absence, the LFA-1-

dependent pathways may be more sensitive to BCR-mediated signals resulting in

enhanced adhesion.  PKC activation appears to be involved in up-regulating LFA-1-

dependent adhesion, while it inhibits signalling events leading to the LFA-1-independent

adhesion (158).  CD20 may normally act to dampen BCR-mediated activation of PKC

allowing for both adhesion pathways to function.  In the absence of CD20, PKC signals

may be heightened, resulting in enhanced LFA-1-dependent adhesion and inhibition of

LFA-1-independent adhesion as compared with wild type controls.  To determine

whether or not this is the case, an inhibitor of PKC could be used and its effect on BCR-

mediated adhesion monitored.  If excessive PKC activation is responsible for the

enhanced adhesion in the CD20 knockout mice, then the inhibitor treatment should
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reduce adhesion and, perhaps, allow for LFA-1-independent adhesion to occur.  There is

also reduced expression of cell surface IgM in CD20 knockout cells, possibly the fraction

usually localized to lipid rafts with CD20.  Normally, these receptors may also serve in

conjunction with CD20 to regulate adhesion.

The profound effect on CD19-mediated calcium entry observed in CD20 deficient

splenic B cells (120) suggests that CD20 may actually play a role in responses to lower

affinity antigens.  Although various amounts of anti-µ antibody has been used to

stimulate the CD20 knockout splenic B cells in the adhesion assays mentioned above, it

may be better to monitor the effects of CD20 deficiency using a system where the BCR

can be engaged by lower affinity antigen.  In order to determine whether lower affinity

antigen initiates different adhesion pathways, the CD20 knockout expressing transgenic

HEL-specific BCR, described above, could be utilized.  Cells could then be stimulated

using HEL to provide a maximal response in addition to a series of mutant HEL with

varying affinities for the BCR (287) and the effects on adhesion monitored.  These

antigens could also be loaded at various densities onto artificial lipid bilayers to mimic

the B cell sampling of antigen on a target cell using previously reported conditions (287).

To test the involvement of BCR/CD19 co-ligation on adhesion, the HEL-C3d antigen

described above could be used to stimulate these cells.

G.  Is CD48 the unknown adhesion molecule?

The adhesion molecules involved in the LFA-1 independent pathway have not

been identified.  However, it appears that they do not have identity with any of the
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integrins, but rather are novel or unknown molecules with a less characterized role in

cell-cell adhesion (158, 160).

The ligation of CD20 on LFA-1 deficient cells by two different antibodies has

provided contradictory results perhaps hinting toward a possible identity for the unknown

adhesion molecule.  In one report, a high concentration of anti-CD20 B1 antibody

initiated LFA-1-independent adhesion almost exclusively (158).  Binding of anti-CD20

R21 antibody to LFA-1 deficient cells blocked CD40- and MHCII-mediated B cell

homotypic adhesion (160).  These effects could possibly be attributed to differences in

the epitopes recognized by the two anti-CD20 antibodies.  In the experiments using R21,

adhesion may have been prevented by signals, perhaps PKC activation, generated

through CD20.  However, the R21 antibody is IgM isotype and, as a result, quite large

(~400 kDa).  Its binding may have sterically hindered adhesion by a protein in close

proximity with CD20.

One possible candidate for the adhesion molecule involved in LFA-1-independent

adhesion that is currently being investigated in our lab is the GPI-anchored protein CD48.

CD48 is a ~45 kDa glycosylated, lipid raft resident protein belonging to the

immunoglobulin superfamily that has been shown to be involved in cell-cell adhesion

(241, 288).  During T cell-dependent B cell responses, it is believed that the distance

between the two cells is, in part, stabilized by adhesion between CD2 on T cells with

CD48 on B cells (288, 289).

CD48 co-localizes with CD20 in lipid rafts (242).  Its size, role in adhesion as

well as its expression in B cells and T cells (241, 288), makes CD48 a possible candidate
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for the CD20 associated ~45 kDa protein.  As a result, their common localization may

have functional consequences.

Since CD48 is a GPI-anchored protein, a human B cell line deficient in the ability

to express GPI-anchored proteins, courtesy of Dr. Steve Robbins, is currently being used

to test any effects on anti-CD20 B1 antibody mediated homotypic adhesion as compared

with control cells.  Since CD20 ligation can also result in up-regulation of LFA-1, the

studies will also be performed using LFA-1 blocking antibody to allow for detection of

changes in LFA-1 independent adhesion.  In order to determine whether CD48

corresponds with the CD20 associated ~45 kDa protein, studies examining CD20-protein

associations within these cells will also be undertaken.  Regardless of the identity of the

~45 kDa protein, CD20 is clearly involved in B cell adhesion and its involvement in this

process will have to be explored further.

H.  CD20 and the B cell synapse

B cells are typically activated by antigen anchored on other cells.  During the

initial phase of this process, the B cell spreads over the antigen-bearing target cell and

then contracts, gathering bound antigen into a central aggregate (287).  Membrane

proteins reorganize to form an immunological synapse at the interface between the two

cells (290).  The cell surface immunoglobulin with interacting antigen clusters in the

center of the synapse, surrounded by a ring of the adhesion molecules LFA-1/ICAM-1

(291).  The degree of the resulting B cell response is dependent upon the quantity of

antigen and extent of B cell activation (287).  B cell VLA-4 interaction with target cell
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VCAM-1 is an important prerequisite for recognition of low affinity antigen by the BCR

(292).

As in T cells, receptor-mediated activation of tyrosine kinases may precede B cell

synapse formation (293) suggesting that synapse formation actually serves to maintain

calcium signals (91).  CD20 and cell surface immunoglobulin have been shown to

localize to microvilli (142, 294), consistent with their membrane co-localization (145)

and physical association.  Their residency on microvilli may facilitate interaction of cell

surface immunoglobulin with antigen bound on target cells.  CD20 localization to

microvilli and, possibly, the B cell synapse may serve 1) to localize calcium signals,

and/or 2) to generate signals important for adhesion whether by CD48 or other adhesion

molecules during B cell synapse formation.

If CD20 is important for facilitating antigen recognition by the BCR, then

experiments using wild type or CD20 deficient mouse splenic B cells expressing a

transgenic HEL-specific BCR could be used to monitor the effects on B cell synapse

formation.  As done for previous studies examining B cell synapse formation, GFP

conjugated to HEL antigen could be loaded onto artificial lipid bilayers (287).  Mouse

splenic B cells could be labelled with the membrane dye, PKH26, and their ability to

spread over the antigen-loaded lipid bilayer monitored by fluorescence microscopy.  The

B cells could also be stained using fluorophore-conjugated non-blocking Fab anti-µ

antibody to follow the movement of the BCR in response to the GFP-conjugated HEL

(292).  As described in previous sections, these experiments could be performed using

HEL antigen having a variety of affinities as well as with HEL-C3d to cross-link the

BCR and CD19.
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