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3BP2 is a pleckstrin homology domain- and Src homology 2 (SH2) domain-containing adapter protein that
is mutated in the rare human bone disorder cherubism and which has also been implicated in immunoreceptor
signaling. However, a function for this protein has yet to be established. Here we show that mice lacking 3BP2
exhibited a perturbation in the peritoneal B1 and splenic marginal-zone B-cell compartments and diminished
thymus-independent type 2 antigen response. 3BP2�/� B cells demonstrated a proliferation defect in response
to antigen receptor cross-linking and a heightened sensitivity to B-cell receptor-induced death via a caspase-
3-dependent apoptotic pathway. We show that 3BP2 binds via its SH2 domain to the CD19 signaling complex
and is required for optimum Syk phosphorylation and calcium flux.

3BP2 is a pleckstrin homology (PH) domain- and Src ho-
mology 2 (SH2) domain-containing adapter protein of un-
known function that was originally cloned in a screen to iden-
tify c-Abl SH3 binding proteins (4, 33). 3BP2 has been
implicated as a positive regulatory adapter molecule coupled
to immunoreceptors on T cells (6), B cells (12), NK cells (17),
and basophils (35) in overexpression studies. 3BP2 forms com-
plexes with a number of signaling proteins, such as Zap-70,
LAT, phospholipase C �1 (PLC-�1), Grb2, Cbl, and Fyn in
Jurkat cells (6) and Vav1, Vav2, PLC-�, and Syk in Daudi B
cells (12).

Genetic evidence has linked 3BP2 to a rare human disease
called cherubism (45). Cherubism is an autosomal dominant
disorder characterized by erosion of maxillar and mandibular
bone, with resultant dental and facial deformity due to exces-
sive osteoclast activity and giant cell granuloma formation (41).
Mutations leading to single amino acid substitutions in 3BP2
have been identified in cherubism patients and map to a six-
amino-acid stretch lying between the PH and SH2 domains
(45).

Despite the growing body of biochemical data to support
the importance of 3BP2 in cells of the hematopoietic lin-
eage, a clear picture of the biological function of 3BP2 has
yet to emerge. Here we show that 3BP2�/� mice accumulate
splenic marginal-zone (MZ) B cells, possess a reduced fre-
quency of peritoneal B1 B cells, and have a diminished

thymus-independent type 2 (TI-2) antigen response.
3BP2�/� B cells demonstrate diminished proliferation and cell
survival following cross-linking of the B-cell receptor (BCR).
We demonstrate that the endogenous 3BP2 protein binds to
the cytoplasmic tail of the B-cell costimulatory molecule CD19
and that 3BP2 deficiency leads to defects in Syk phosphoryla-
tion and calcium flux.

MATERIALS AND METHODS

3BP2 gene-targeted mice. The wild-type 3BP2 gene is composed of 13 exons.
Exon 2 contains the start codon, exons 2 to 5 encode the PH domain, and exons
10 to 13 encode the SH2 domain of 3BP2. Part of exons 4 and 5 and the
intervening intron were deleted. The 3BP2-targeting vector (Fig. 1A) consisted
of a 4-kb homology arm, a 0.9-kb short arm, and a PGK-neomycin cassette
(Neor). The targeting vector was linearized with SalI and electroporated in the
129/Sv embryonic stem cell line E14. Embryonic stem cells were cultured in
selection medium containing G418. The targeted clones were selected and in-
jected into blastocytes from C57BL/6 mice. The chimeric animals were mated
with C57BL/6 mice to yield mice that are in the seven-backcross generation (F7).
Mice used in all experiments were in the F7 backcross generation and were
maintained at the animal facilities of the Ontario Cancer Institute under specific-
pathogen-free conditions according to University Health Network animal care
committee guidelines.

Plasmids. The expression vector of full-length murine 3BP2 was constructed
by first amplifying full-length murine 3BP2 by PCR and TA cloning the purified
amplified product into PCR2.1 vector (Invitrogen). The 3BP2�SH2 construct
encoded amino acids (aa) 1 to 461 and lacked sequence encoding the final 98 aa,
which includes the SH2 domain. The 3BP2�PR plasmid was constructed by
cutting pcDNA3.1–full-length 3BP2 with SmaI and BspEI and religating the
vector to delete aa 189 to 290. The 3BP2 SH2 R486K construct was generated by
overlapping PCR using full-length 3BP2 vector as a template.

Cell culture and transfection. Daudi cells expressing the �EC, Y9F, and
Y403/443F CD4:CD19 chimeras were gifts from R. Carter (University of Ala-
bama). A20 murine B lymphoma cells were purchased from the American Type
Culture Collection (ATCC) and maintained in RPMI medium containing 10%
fetal bovine serum, 50 �M �-mercaptoethanol, and 10 mM HEPES. 293T cells
(ATCC) were transfected with 4 �g of the indicated plasmids by using Polyfect
transfection reagent (QIAGEN) according to manufacturer’s recommendations
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FIG. 1. Generation of 3BP2�/� mice. (A) Schematic diagram of the wild-type 3BP2 gene locus, the targeting vector, and the integrated 3BP2 locus. The
wild-type 3BP2 gene is composed of 13 exons. Exon 2 contains the start codon, exons 2 to 5 encode the PH domain, and exons 10 to 13 encode the SH2 domain
of 3BP2. Part of exon 4 and 5 and the intervening intron were deleted. The disrupted region lies within the PH domain-coding region. The locations of the
flanking probe used for genomic Southern analysis and of the BglII restriction digest sites in the wild-type and mutant alleles are shown. (B) Southern analysis
of genomic DNA from 3BP2 wild-type (�/�), heterozygous (�/�), and mutant (�/�) mice. The expected BglII restriction fragment size is shown on the right
(mt, mutant; wt, wild-type). (C) Reverse transcription-PCR was performed on mRNAs extracted from different organs of wild-type (�/�) and mutant (�/�)
mice. PCR was performed using a primer set flanking exon 5. G3PDH, glyceraldehyde-3-phosphate dehydrogenase. (D) Western analysis of 3BP2 protein
expression in purified 3BP2�/� and 3BP2�/� splenic B cells. 3BP2 protein was detected by an antibody directed against the SH2 domain of 3BP2. IB,
immunoblotting. (E) Expression of 3BP2 mRNA from different tissues (source, Genomics Institute of Novartis Research Foundation) (42).
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and were maintained in medium containing 10% cosmic calf serum, 50 �M
�-mercaptoethanol, and 10 mM HEPES. Cells were cultured at 37°C in an
incubator with a humidified atmosphere containing 5% CO2.

Reagents and antibodies. For CD19 and 3BP2 coimmunoprecipitation, the
polyclonal antibodies against 3BP2 were prepared following sheep immunization
with purified glutathione S-transferase (GST)-3BP2 SH2 protein. To verify the
absence of protein in 3BP2�/� splenic B cells, we used affinity-purified rabbit
polyclonal anti-3BP2 antibody, which was prepared by immunizing rabbits with
purified GST-3BP2 SH2 protein (a gift from M. Deckert, Hôpital de l’Archet,
Nice, France). The antibodies used in GST pull-down immunoprecipitation and
immunoblotting assays were anti-GST (B14 monoclonal antibody [MAb]; Santa
Cruz Biotechnology), anti-Flag MAb (M2; Sigma), anti-human CD4 (Caltag),
and anti-mouse CD19 (MB19-1; eBioscience). The antibody used in Syk immu-
noprecipitation was a gift from A. Veillette (McGill University, Montreal, Can-
ada). Anti-PLC-�2 (Q-20) was purchased from Santa Cruz Biotechnology. 4G10
antibodies were purified from hybridoma supernatant and were used to detect
phosphotyrosine residues. Antibodies against phospho-extracellular signal-regu-
lated kinase 1 (Erk1)/Erk2, Erk1/Erk2, phospho-Akt (Ser473), Akt, phospho-Jun
N-terminal protein kinase/stress-activated protein kinase (JNK/SAPK), and
JNK/SAPK were purchased from Cell Signaling Technology. The biotin-, fluo-
rescein isothiocyanate (FITC)-, phycoerythrin (PE)-, and allophycocyanin
(APC)-labeled antibodies used for flow cytometry (all antibodies were from
Pharmingen unless otherwise indicated) were anti-B220 (RA3-6B2), anti-CD43
(S7), anti-BP.1 (6C3), anti-HAS (M1/69), anti-CD4 (GK1.5), anti-CD8 (53-6.72),
anti-CD25 (7D4), anti-CD44 (1M7), anti-CD3ε (145-2C11), anti-immunoglobu-
lin D (anti-IgD) (SBA.1), anti-�HC (33.60), anti-CD21 (7G6), anti-CD23
(B3B4), and anti-CD5 (53-7.3). Recombinant BAFF used for BAFF-mediated
survival assay was purchased from Apotech Corporation (Switzerland).

Isolation of primary lymphocytes. Single-cell suspensions were prepared from
spleen. Erythrocytes were lysed in ACK solution (155 mM NH4Cl, 10 mM
KHCO3, 0.1 mM EDTA, 1 N HCl). B lymphocytes were enriched by magnetic
cell sorting with anti-CD43 and anti-CD11b MACS microbeads (Miltenyi Bio-
tec), which yielded �98% B220� cells. Purified cells were cultured in RPMI
medium containing 10% fetal bovine serum, 50 �M �-mercaptoethanol, and 10
mM HEPES.

Flow cytometry analysis and sorting. Single-cell suspension of thymi, lymph
nodes, bone marrow, and spleens from 3BP2�/� and 3BP2�/� mice were incu-
bated with Fc block antibodies (2.4G2) at 4°C to minimize nonspecific binding
and then stained with a combination of biotin-, FITC-, PE-, APC-labeled anti-
bodies on ice. Biotinylated antibodies were visualized using streptavidin-PE-Cy5.
For detection of apoptosis, cultured cells were stained with annexin V and
propidium iodide (PI) using an apoptosis detection kit (Pharmingen) according
to manufacturer’s recommendations. All samples were analyzed by a FACScan
or a FACScalibur flow cytometer and analyzed using CellQuest (Becton Dick-
inson) and Flowjo software.

Splenic B cells were stained with anti-B220–APC (RA3-6B2), anti-CD21–
FITC (7G6), and anti-CD23–PE (B3B4) antibodies and then sorted for MZ B
cells and follicular (FO) B cells using a MoFlo high-speed cell sorter (Cytoma-
tion, Inc.), which yielded �98 to 99% of MZ B cells and �94 to 97% of FO B
cells.

Immunohistochemistry. Spleens were removed and snap frozen in OCT com-
pound (Thermo Shandon, Pittsburgh, PA). Five-micrometer frozen spleen sec-
tions were then generated using a Leica 3050S cryostat, and frozen sections were
fixed in ice-cold acetone for 10 min. Spleen sections were first incubated with
blocking solution (10% rabbit serum, 10% mouse serum, Fc block antibodies in
Tris-buffered saline–0.05% Tween 20) and then stained with biotinylated anti-
MAdCAM-1 clone MECA-367 (eBioscience, San Diego, CA) and counter-
stained with FITC–anti-B220. Sections were then stained with the secondary
antibodies streptavidin-conjugated horseradish peroxidase (HRP) (Prozyme, San
Leandro, CA) and anti-FITC-conjugated alkaline phosphatase (Roche Diagnos-
tics Canada, Laval, Quebec, Canada). Sections were then developed with a
Vector HRP development kit according to the manufacturer’s instructions, fol-
lowed by use of a Vector alkaline phosphatase substrate kit III according to
manufacturer’s instructions (Vector Laboratories Inc.). Sections were mounted
with Crystal/Mount (Biomeda Corp., Foster City, CA) and visualized on a Leica
upright DMRA2 microscope.

Immunization. 3BP2�/� and 3BP2�/� mice of 9 weeks of age were immunized
intraperitoneally with 25 �g of trinitrophenol conjugated to Ficoll (TNP-Ficoll)
or 50 �g TNP-lipopolysaccharide (TNP-LPS) (both from Biosearch Technolo-
gies) in sterile phosphate-buffered saline (PBS), and blood was collected at 0, 7,
and 14 days postimmunization.

3BP2�/� and 3BP2�/� mice of 8 weeks of age were immunized intraperito-
neally with 100 �g TNP-OVA (Biosearch Technologies) in sterile PBS, which

was preincubated in Alu-Gel-S (Serva). Blood samples were collected at 0, 7, 14,
and 21 days postimmunization.

Enzyme-linked immunosorbent assay (ELISA). For measurement of the con-
centrations of isotype-specific Igs, each well of 96-well plates was coated with
goat anti-mouse Ig as a capture reagent and developed with isotype-specific goat
sera directly conjugated with HRP (Southern Biotech).

For anti-TNP and anti-NP ELISAs, each well of 96-well plates was coated with
100 �l of 5-�g/ml bovine serum albumin (BSA)-TNP in PBS for 1 h at 37°C,
followed by incubation at 4°C overnight. Plates were blocked with 5% BSA in
PBS–0.05% Tween 20 for 2 h at 37°C. The relative quantity of TNP- or NP-
specific antibodies in each blood-derived serum sample was determined by iso-
type-specific ELISA with HRP-conjugated anti-isotype antibodies (Southern
Biotech).

Cell proliferation assay. Splenocytes and purified B cells from 8- to 12-week-
old mice were stimulated for 48 h with 10 �g/ml F(ab�)2 fragments of anti-mouse
IgM (Jackson Immunoresearch) with or without 10 �g/ml anti-CD40 clone 1C10
(Southern Biotech) or 10 �g/ml LPS (Escherichia coli 055:B5; Sigma). The cells
were harvested onto glass fiber filter mats, and the incorporated radioactivity was
measured in a TopCount liquid scintillation counter (Canberra/Packard, Missis-
sauga, Ontario, Canada).

5-Chloromethylfluorescein diacetate labeling of B cells. Purified B cells were
loaded with CellTracker Green 5-chloromethylfluorescein diacetate (Molecular
Probes) according to the manufacturer’s recommendations.

Detection of caspase-3 activity. Immediately after splenocytes were isolated
from 3BP2�/� and 3BP2�/� mice, a portion of total splenocytes was incubated
with FITC-DEVD-FMK (a caspase-3 inhibitor) according to the manufacturer’s
recommendations and then stained with antibodies against surface markers
B220, CD21, and CD23. B cells were purified from the rest of the splenocytes as
described above. Purified B cells were stimulated for 12 and 24 h with 10 �g/ml
F(ab�)2 fragments of anti-mouse IgM (Jackson Immunoresearch). At each time
point, cells were harvested, incubated with FITC-DEVD-FMK (a caspase-3
inhibitor), and stained for B220, CD21, and CD23.

Intracellular staining of Bcl-xL, Bcl-2, and Mcl-1. Splenocytes were first
stained with antibodies against surface markers B220, CD21, and CD23 and then
were permeabilized with permeabilization buffer (Pharmingen) and stained with
FITC–anti-Bcl-xL antibody, PE–anti-Bcl-2 antibody (Pharmingen), or anti-Mcl-1
antibody (rabbit polyclonal; Santa Cruz). PE–anti-rabbit IgG (Jackson Immu-
noresearch) was used as the secondary antibody to detect Mcl-1. After the
unbound antibodies were washed off, cells were fixed with 1% paraformaldehyde
(in PBS). B cells were purified from the rest of the unstained splenocytes as
described above. Purified B cells were stimulated for 12 and 24 h with 10 �g/ml
F(ab�)2 fragments of anti-mouse IgM (Jackson Immunoresearch). At each time
point, cells were harvested and stained for B220, CD21, CD23, and intracellular
Bcl-xL, Bcl-2, or Mcl-1.

GST precipitation, immunoprecipitation, and immunoblotting. Cells were
lysed in ice-cold 1% NP-40 buffer (1% NP-40, 150 mM NaCl, 50 mM Tris-HCl
[pH 8.0], 1 mM sodium orthovanadate, 2 mM EDTA, 50 mM NaF, and protease
inhibitors) (13) for 20 min on ice. Nuclei were pelleted by centrifugation for 10
min at 16,000 	 g and 4°C. For GST precipitations, 10 �g of GST-3BP2 SH2
fusion protein was incubated with glutathione-Sepharose 4B beads (Amersham)
for 1 h at 4°C, followed by incubation with lysates for 2 h. Samples were washed
four times in lysis buffer. For immunoprecipitation, lysates were incubated for 3 h
at 4°C with the indicated antibodies, followed by incubation with either protein
A- or protein G-Sepharose beads (Amersham) for 1 h. For CD19-phosphoty-
rosine peptide precipitation, biotinylated peptides (5 �M) were incubated with
0.2 ml of a 25% slurry of streptavidin-agarose in PBS for 1 h at 4°C, followed by
washing. The beads were incubated with NP-40 lysates of 3BP2-transfected 293
cells for 30 min at 20°C. After incubation, pellets were washed three times with
ice-cold lysis buffer and resuspended in sodium dodecyl sulfate (SDS) sample
buffer (31). For Syk and PLC-�2 immunoprecipitation, splenic B cells were
purified as described above and lysed with cold 1% Triton-X buffer (50 mM
HEPES [pH 7], 150 mM NaCl, 10% glycerol, 1% Triton X-100, 1.5 mM MgCl2,
1 mM EGTA, 1 mM Na orthovanadate, 1 mM phenylmethylsulfonyl fluoride,
and other protease inhibitors). Antibodies were added to cell lysates, followed by
addition of protein A-Sepharose beads (Amersham) beads. Eluted immunopre-
cipitates or whole-cell lysates were resolved by SDS-polyacrylamide gel electro-
phoresis (SDS-PAGE), transferred to polyvinylidene difluoride membranes,
probed with the indicated primary antibodies and HRP-conjugated secondary
antibodies, and developed using an enhanced chemiluminescence kit (Amer-
sham) according to the manufacturer’s instructions.

Coimmunoprecipitation. For CD19/3BP2 coimmunoprecipitation from pu-
rified splenic B cells, Affigel 10 beads (Bio-Rad) were used and cells were
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stimulated with 40 �g/ml of anti-IgM F(ab�)2 in the presence of 10 mM
pervanadate.

To determine the domain(s) of 3BP2 required for its binding to CD19, 293T
cells transfected with the indicated plasmids were lysed with 1% NP-40 lysis
buffer. Lysates were incubated with anti-Flag MAb for 1 h at 4°C, followed by
incubation with protein G-Sepharose beads (Amersham) for 2 h. Precipitated
products were washed four times with lysis buffer and then added to A20 cell
lysates (as a source of endogenous CD19) after A20 cells were stimulated with 20
�g/ml of anti-IgG F(ab�)2. After an 1-h incubation at 4°C, samples were washed
and resuspended in SDS sample buffer. Associated proteins were analyzed
through immunoblotting as described above.

Calcium flux assay. Resting B cells were purified from 3BP2�/� and 3BP2�/�

mice as described above. Purified B cells were washed twice with Hanks balanced
salt solution (HBSS). Cells were resuspended at 10 	 106 cells/ml with HBSS
(Ca2�, Mg2�, 0.5% BSA). Stock (5 mM in dimethyl sulfoxide) Indo-1AM (Mo-
lecular Probes) was diluted to 6 �M and mixed with an equal volume of Pluronic
F-120 (20% solution in dimethyl sulfoxide; Molecular Probes). Resuspended
cells were mixed with diluted Indo-1AM and Pluronic F-120 at a 1:1 ratio, and
the mixture was incubated in a 37°C water bath in the dark for 45 min. After
incubation, cells were washed with HBSS twice, and stained for surface markers
CD21 and CD23 as described above. Cells were then resuspended at 1 	 106

cells/ml with HEPES-buffered medium (20 mM HEPES [pH 7.4], 140 mM NaCl,
5 mM KCl, 1 mM MgCl2, 1 mM CaCl2, 10 mM glucose) for determination of the
concentration of intracellular Ca2� ([Ca2�]i). Measurements were performed
using a laser tuned to 338 nm while monitoring emissions at 405 and 450 nm. The
[Ca2�]i was calculated according to the formula (16) [Ca2�]i 
 Kd 	 (Fmin/Fmax) 	
(R � Rmin)/(Rmax � R), where Kd is the dissociation constant for Indo-1 (250 nM
at 37°C and pH 7.05), R is the fluorescence intensities measured at 405 and 450
nm during the experiments, and F is the fluorescence intensity measured at 450
nm. Rmin, Rmax, Fmin, and Fmax were determined from in situ calibration of
unlysed cells using 4 �M ionomycin in the absence (Rmin and Fmin; 2.5 mM
EGTA) and presence (Rmax and Fmax) of Ca2�.

Abl kinase assay. Purified 3BP2�/� and 3BP2�/� B cells were stimulated with
10 �g/ml F(ab�)2 fragments of anti-mouse IgM (Jackson Immunoresearch) for
the indicated time intervals and were lysed with buffer (25 mM HEPES [pH 7.4],
150 mM NaCl, 3 mM EGTA, 3 mM EDTA, 10% glycerol, 1% Triton X-100,
protease inhibitor tablet, 5 mM Na orthovanadate, 10 mM �-glycerophosphate).
After 30 min on ice, samples were spun for 10 min at 17,000 	 g in a microcen-
trifuge at 4°C. To the supernatants, 2 �g of c-Abl antibody (K12; Santa Cruz
Biotechnology) and 20 �l of protein A-Sepharose beads (Amersham) were
added and incubated overnight at 4°C. Immune complex were washed three
times with ice-cold lysis buffer and twice with ice-cold kinase wash buffer (20 mM
HEPES [pH 7.4], 10 mM MgCl2, 1 mM dithiothreitol, 5 mM Na orthovanadate,
10 mM �-glycerophosphate). After the last addition of kinase wash buffer, half of
the sample was removed to a fresh tube, which was used for Western blotting to
normalize Abl as loading control. To the rest of sample, 20 �l of hot kinase buffer
(20 mM HEPES [pH 7.4], 10 mM MgCl2, 1 mM dithiothreitol, 1 mM ATP, 1
�g/ml GST-Crk-mCTD [a gift from the Wang lab, University of California, La
Jolla], 20 �l [�-32P]dATP) was added. The kinase reaction was stopped by
addition of 5 �l of 6	 sample buffer, and the mixture was boiled for 5 min at
100°C. Samples were resolved on a 12% SDS Tris-glycine gel and then trans-
ferred onto polyvinylidene difluoride membranes. The membranes were fixed for
30 min at room temperature in 30% methanol and 10% acetic acid with gentle
shaking and dried under vacuum for 2 h at 80°C before being exposed to film to
detect radioactivity incorporated into the substrate.

Statistical analysis. Averaged numeric data are represented as means �
standard deviations. Student’s t test was used to determine the statistical signif-
icance of differences between groups.

RESULTS

In order to elucidate the in vivo function of 3BP2, we used
homologous recombination to generate 3BP2�/� mice (Fig.
1A) (42). Germ line transmission of the disrupted 3BP2 allele
was confirmed by genomic Southern blotting (Fig. 1B) as well
as by PCR (data not shown). 3BP2 mRNA was absent in
3BP2�/� tissues (Fig. 1C). The absence of 3BP2 protein in
3BP2�/� mice was verified by Western blotting using an anti-
body directed against the C terminus of the protein (Fig. 1D).
3BP2�/� mice were born at the expected Mendelian frequency
(n 
 292) and were fertile and viable.

The expression of 3BP2 transcripts in normal mouse tissues
as determined by GenAtlas using Affymetrix chip hybridization
demonstrated that 3BP2 mRNA expression was restricted to
bone, oocytes, lungs, and lymph nodes and that 3BP2 mRNA
was most highly expressed in B lymphocytes (Fig. 1E). This
pattern of expression was verified by Northern blot analysis
(data not shown).

3BP2�/� mice exhibit increased MZ B cells and decreased
peritoneal CD5� B1 B cells. Given the restricted high expres-
sion of 3BP2 in B cells, mice lacking 3BP2 were analyzed for
possible defects in B-cell development. The frequencies of
pre-, immature, and mature recirculating B cells in the bone
marrow of 3BP2�/� mice were comparable to those in wild-
type controls, whereas we observed a slight decrease of inter-
mediate pro-B cells (B220� CD43� BP.1� HAS�) in mutant
mice (�40% versus 34%) (data not shown). Flow cytometric
analysis of spleen revealed that the frequency and the absolute
number of B220� splenocytes in the 3BP2�/� mice were com-
parable to those in wild-type controls (Fig. 2A). We next ex-
amined the frequency of splenic B subsets, i.e., transitional-1
(T1) (B220� CD23� CD21� IgM�), transitional-2 (T2) B220�

CD23� CD21� IgM�), mature (B220� CD21�CD23� IgM�),
and MZ (B220� CD23� CD21� IgM�) B cells (Fig. 2B).
3BP2�/� mice had decreased frequency (2.2% � 0.46% for
3BP2�/� versus 3.8% � 1.2% for the control) and absolute
numbers (1.7 	 106 � 0.67 	 106 for 3BP2�/� versus 2.7 	 106 �
1.1 	 106 for the control) of T1 cells and a modest increase in
frequency (2.3% � 0.71% for 3BP2�/� versus 1.3% � 0.5%
for the control) and cell numbers (1.8 	 106 � 0.78 	106 for

FIG. 2. 3BP2�/� mice have increased MZ B cells, decreased peritoneal B1 B cells, and reduced basal serum IgG1 and IgA levels. (A) The
frequency (top panel) and the absolute number (bottom panel) of splenocytes expressing the B220 marker were obtained by fluorescence-activated
cell sorter analysis of cells from 3BP2�/� (solid circles) and 3BP2�/� (open circles) mice. Each data point is from an individual mouse, and means
are indicated by horizontal lines (n 
 6). (B) A representative plot of fluorescence-activated cell sorter analysis of subsets of splenic B cells from
3BP2�/� (�/�) and 3BP2�/� (�/�) mice. Antibodies against surface markers B220, IgM, CD23, and CD21 were used to distinguish between
different subsets of splenic B cells. 3BP2�/� mice show a 2.5-fold increase in MZ B cells. (C) Frequency (top panels) and absolute numbers (lower
panels) of subsets of splenic B cells were obtained based on fluorescence-activated cell sorter analysis of cells from 3BP2�/� (solid circles) and
3BP2�/� (open circles) mice. Each data point is from an individual mouse, and means are indicated by horizontal lines (n 
 8; �, P � 0.05; ��,
P � 0.01). (D) Cryosections of spleens from 3BP2�/� (�/�, top panels) and 3BP2�/� (�/�, bottom panels) were stained with antibodies against
MAdCAM-1 (red) plus B220 (blue) and with antibodies against IgM (red) plus IgD (blue). Anti-MAdCAM-1 stains the marginal sinus of spleen
(21). The data shown are representative of three independent experiments. (E) Cells recovered from peritoneal washes were stained with
antibodies against IgM and CD5 to compare the relative numbers of B1 B cells (IgM� CD5�) in 3BP2�/� and 3BP2�/� mice. The data shown are
representative of three independent experiments. (F) Sera were collected from 9- to 11-week-old 3BP2�/� and 3BP2�/� mice and measured for
the concentrations of each Ig isotype by standard ELISA (n 
 6; �, P � 0.05).
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3BP2�/� versus 1.1 	 106 � 0.66 	106 for the control) of MZ
B cells. T2 and mature B cells were not perturbed in 3BP2�/�

mice (Fig. 2C).
We performed immunohistochemistry to determine whether

splenic architecture was altered in 3BP2�/� mice. Many folli-
cles manifested enlargement of the MZ compartment as de-
lineated by B220� cells populating the region outside of the
marginal sinus (Fig. 2D) (21). Many of the cells within the MZ
stained positive for IgM� IgD�, which is indicative of in-
creased numbers of MZ B cells in this expanded compartment
(Fig. 2D). In distinction to MZ B cells, CD5� IgM� peritoneal
B1 B cells were significantly diminished in the 3BP2�/� mice
compared to 3BP2�/� mice (6.3% � 2% for 3BP2�/� versus
16% � 0.57% for the control) (Fig. 2E). Serum antibody levels
from naı̈ve mice were measured by ELISA, demonstrating
significantly reduced levels of IgG1 and IgA but not the other
isotypes of Igs in 3BP2�/� mice (Fig. 2F). No T-cell develop-
mental abnormalities were detected within the thymus or
lymph node in 3BP2�/� mice (data not shown).

These data suggest that 3BP2 deficiency gave rise to B-cell-
specific abnormalities characterized by diminished numbers of
immature T1 B cells, an expanded MZ B-cell pool, a con-
tracted CD5� peritoneal B1 B-cell population, and reduced
basal serum IgG1 and IgA levels.

Impaired TI-2 response in immunized 3BP2�/� mice. MZ B
cells and B1 B cells have been linked to immune responses to

TI-2 multivalent antigens (22, 25). We tested the capacity of
the 3BP2�/� mice to elicit a TI-2 humoral response. 3BP2�/�

mice were challenged with TNP-Ficoll, a classical T-cell-inde-
pendent antigen (27). Serum anti-TNP antibodies in 3BP2�/�

mice and wild-type controls were measured by ELISA follow-
ing i.p. injection of TNP-Ficoll at 7 and 14 days postimmuni-
zation. Compared to wild-type mice, 3BP2�/� mice produced
significantly lower titers of anti-TNP IgM and IgG3 antibodies
following immunization (Fig. 3, top panels). In distinction to
the TI-2 immune response, 3BP2�/� mice were fully compe-
tent to elicit TI-1 and T-dependent immune responses to TNP-
LPS or TNP-Ova, respectively (Fig. 3, middle and lower pan-
els). These data show that 3BP2, as an adapter protein, is
required for the functional response of B cells to TI-2 antigen
challenge.

Impaired proliferation and survival of 3BP2�/� splenic B
cells. We next tested the requirement of 3BP2 in sorted resting
splenic B cells to mediate proliferation and survival following
BCR cross-linking with anti-IgM antibody and LPS exposure.
Purified splenic B cells were stimulated with either anti-IgM,
anti-IgM plus anti-CD40, or LPS. Forty-eight hours after stim-
ulation, the proliferation index of the B cells was measured by
[3H]thymidine incorporation. 3BP2�/� resting B cells showed
a lower proliferative response following cross-linking with anti-
IgM or anti-IgM plus anti-CD40 antibodies compared to con-
trol 3BP2�/� B cells, while the LPS response was normal in

FIG. 3. Humoral response in 3BP2�/� mice. 3BP2�/� and 3BP2�/� mice were immunized with the TI-2 antigen TNP-Ficoll and the TI-1
antigen TNP-LPS. Serum anti-TNP antibodies in 3BP2�/� (solid circles) and 3BP2�/� (open circles) mice were measured by ELISA at 0, 7, and
14 days postimmunization (n 
 5; *, P � 0.05; **, P � 0.01; ***, P � 0.001). 3BP2�/� and 3BP2�/� mice were also immunized with the
T-dependent antigen TNP-OVA. Serum anti-TNP antibodies in 3BP2�/� (solid circles) and 3BP2�/� (open circles) mice were measured by ELISA
at 0, 7, 14, and 21 days postimmunization (n 
 4).
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FIG. 4. The BCR-mediated proliferation and cell viability of 3BP2�/� resting B cells are reduced. (A) Purified B cells from 3BP2�/� (WT) and
3BP2�/� (KO) mice were treated as indicated. Wells of a 96-well plate were pulsed with [3H]thymidine (1 �Ci/well), and DNA synthesis during
the final 12 h of culture was measured by liquid scintillation counting. The data presented are the means and standard deviations from triplicate
wells and are representative of three independent experiments (**, P � 0.01). med, medium. (B) Purified B cells were labeled with carboxyfluo-
rescein succinimidyl ester (CFSE) and treated as indicated. Cell division was determined for viable cells. The data shown are representative of three
independent experiments. (C) Purified 3BP2�/� and 3BP2�/� B cells were treated as indicated, and the percentage of cells negative for both
annexin V binding and PI staining was measured after 48 h. The values are averages and standard deviations for four individual animals of each
genotype (n 
 4; *, P � 0.05) from four independent experiments. (D) Purified 3BP2�/� and 3BP2�/� B cells were treated with different
concentrations of recombinant BAFF (rBAFF) (200, 12, and 0.2 ng/ml) for 72 h. The percentage of the viable cells negative for both annexin V
binding and PI staining is shown. The data shown are representative of three separate experiments. (E) Enhanced activation of caspase-3 in
3BP2�/� splenic B cells ex vivo, 12 h and 24 h after BCR cross-linking, compared to that in 3BP2�/� cells. The data shown are representative of
five separate experiments. Numbers indicate the percentage of B220� cells with activated caspase-3. The lower panels show decreased up-
regulation of antiapoptotic Bcl-xL molecules in 3BP2�/� B cells at 24 h after BCR cross-linking compared to 3BP2�/� B cells. In contrast, Mcl-1
and Bcl-2 expression following BCR cross-linking was comparable in control and mutant cells (*, P � 0.05). A.U., arbitrary units.
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3BP2�/� B lymphocytes (Fig. 4A). To determine if the dimin-
ished incorporation rates of [3H]thymidine observed in the
3BP2�/� B cells resulted from their decreased capacity to
undergo cell division or an increased tendency to undergo cell
death, cells were analyzed by the carboxyfluorescein succinimi-
dyl ester dilution assay or annexin V/PI staining following
stimulation with anti-IgM, anti-IgM plus anti-CD40, or LPS.
At 48 hours after stimulation a smaller fraction of 3BP2�/� B
cells than of 3BP2�/� B cells completed the first cell division in
response to BCR cross-linking (23% versus 41%) (Fig. 4B).
This delay in cell division was less prominent following CD40
costimulation or treatment with LPS. The viability of 3BP2�/�

B cells was also significantly diminished in medium alone and
following BCR cross-linking relative to that of 3BP2�/� B cells
at 48 h (Fig. 4C). The 3BP2�/� B-cell survival defect was
largely corrected by anti-CD40, LPS, or BAFF stimulation
(Fig. 4C and D).

To determine whether the defect in cell survival of 3BP2�/�

B cells was due to accelerated apoptosis, we examined the
activation of caspase-3 following BCR cross-linking. Purified B
cells were stimulated with anti-IgM antibodies for 12 and 24 h,
and the percentage of cells with active caspase-3 was deter-
mined with an FITC-conjugated cell-permeative, nontoxic in-
hibitor (FITC-DEVD-FMK) that binds irreversibly to acti-
vated caspase-3 in apoptotic cells. At 24 h, 3BP2�/� B cells
demonstrated a twofold-increased frequency of caspase-3 ac-
tivation compared to the 3BP2�/� B cells (Fig. 4E).

The regulation of the intrinsic cell death pathway in B cells
is controlled by the balanced expression of antiapoptotic pro-
teins Bcl-xL (10), Bcl-2 (14), Mcl-1 (30), and A1 (15). We
examined the capacity of 3BP2�/� and 3BP2�/� B cells to
appropriately up-regulate Bcl-xL, Bcl-2, and Mcl-1 in compar-
ison to the 3BP2�/� B cells following BCR cross-linking. Pu-
rified resting B cells were stimulated with anti-IgM antibodies
for 12 or 24 h, fixed, and stained with anti-Bcl-xL, anti-Bcl-2, or
anti-Mcl-1 antibodies. Compared to 3BP2�/� B cells, there was
a lag in Bcl-xL up-regulation in 3BP2�/� B cells 24 h following
BCR cross-linking, whereas both 3BP2�/� and 3BP2�/� B
cells were equally competent to up-regulate other antiapop-
totic molecules such as Bcl-2 and Mcl-1 in response to BCR
cross-linking (Fig. 4E). These experiments show that resting B
cells derived from 3BP2�/� mice demonstrate both a prolifer-
ation defect and a survival defect in response to stimulation
through BCR and suggest that 3BP2 is required for optimal
BCR signal transduction.

Impaired survival of 3BP2-deficient MZ B cells. FO and MZ
B cells respond differently to BCR signals. Cross-linking of the
BCR induces proliferation and survival in FO B cells, while
MZ B cells undergo programmed cell death induction in in
vitro studies (29), suggesting that these related cell types may
be wired differently. To test whether 3BP2 plays a selective role

in BCR-mediated outcomes in peripheral B-cell subsets, we
assessed the susceptibility of FO and MZ B cells from 3BP2�/�

and 3BP2�/� mice to undergo antigen receptor-induced death.
In concert with previous findings, we observed an increased
sensitivity of wild-type MZ B cells to undergo antigen recep-
tor-induced cell death compared to FO B cells (Fig. 5A, top
panels) (8% versus 36% viable cells, respectively, at 24 h).
However, we observed a differential sensitivity to antigen re-
ceptor-induced cell death in the MZ B-cell compartment com-
pared to FO B cells in the absence of 3BP2. Specifically, MZ B
cells experienced a 42% decrease in viability compared to FO
B cells, whose viability diminished by only 28% in the absence
of 3BP2 compared to wild-type controls (Fig. 5A). Moreover,
by 24 h nearly all of the nonviable 3BP2�/� MZ B cells had
entered the late apoptotic stage (annexin V� PI�) compared
to wild-type MZ B cells, suggesting that in the absence of
3BP2, MZ B cells have an enhanced rate of apoptosis (Fig. 5A,
left panels). Addition of anti-CD40 MAbs, LPS, or BAFF to
the culture system rescued the death phenotype of wild-type
and knockout B cells from both compartments (data not
shown).

Given the exquisite sensitivity to antigen receptor-mediated
death observed in the 3BP2�/� MZ B cells, we measured
caspase-3 activation in MZ B cells (B220� CD21hi CD23�)
compared with FO B cells (B220� CD21� CD23�) derived
from 3BP2�/� and 3BP2�/� mice. Whereas 3BP2�/� FO B
cells showed a moderate increase in the frequency of caspase-3
activation compared to 3BP2�/� FO B cells (Fig. 5B, panel III
versus panel I), 3BP2�/� MZ B cells demonstrated a 2.5-fold-
increased frequency of caspase-3 activation compared to the
normal MZ B cells (Fig. 5B, panel IV versus panel II).

We examined the capacity of 3BP2�/� and 3BP2�/� MZ B
cells to up-regulate the antiapoptotic proteins Bcl-xL, Bcl-2,
and Mcl-1 following BCR cross-linking by flow cytometry.
3BP2�/� MZ B cells failed to optimally express Bcl-xL and
Bcl-2 at both 12 and 24 h following BCR cross-linking com-
pared to 3BP2�/� controls, whereas Mcl-1 protein induction
was not affected by the absence of 3BP2 (Fig. 5C, upper pan-
els). 3BP2�/� FO B cells also demonstrated a defect in Bcl-xL

induction, whereas induction of both Bcl-2 and Mcl-1 was
comparable to that of controls following BCR cross-linking
(Fig. 5C, lower panels). Therefore, FO and MZ B cells dem-
onstrate a differential requirement for 3BP2 for the proper
up-regulation of the Bcl-xL and Bcl-2 antiapoptotic proteins in
response to antigen receptor stimulation.

The 3BP2 signaling complex. 3BP2 interacts with a number
of signaling molecules in hematopoietic cells, including Abl
(40), Syk (6), and Vav and PLC-� (12). Moreover, overexpres-
sion of 3BP2 stimulates the JNK (19) and Erk mitogen-acti-
vated protein kinase pathways (34). In order to determine the
biochemical defect underlying the B-cell abnormality observed

FIG. 5. The cell viability of 3BP2�/� MZ B cells is reduced after BCR cross-linking. (A) Purified 3BP2�/� (top panels) and 3BP2�/� (lower
panels) MZ B cells (left panels) and FO B cells (right panels) were treated as indicated, and the percentage of cells negative for both annexin V
binding and propidium iodide staining was measured after 24 h. The data presented are representative of three separate experiments. (B) En-
hanced activation of caspase-3 in 3BP2�/� MZ B cells (panel IV) and FO B cells (panel III) ex vivo, 12 h and 24 h after BCR cross-linking,
compared to that in 3BP2�/� cells (panels I and II). Numbers indicate the percentages of MZ B and FO B cells with activated caspase-3. The data
shown are representative of five independent experiments. (C) Decreased up-regulation of Bcl-xL and Bcl-2 in 3BP2�/� MZ B cells (KO) 24 h after
BCR cross-linking compared to that in 3BP2�/� MZ B cells (WT) and decreased up-regulation of Bcl-xL in 3BP2�/� FO B cells 24 h after BCR
cross-linking compared to that in 3BP2�/� FO B cells. In contrast, Mcl-1 expression following BCR cross-linking was comparable in control and
mutant cells (*, P � 0.05). A.U., arbitrary units.
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in the 3BP2�/� mice, we analyzed the phosphorylation status
of several of these signaling pathways. The Abl tyrosine kinase
is activated following BCR cross-linking (51) and binds to the
polyproline region of 3BP2 through its SH3 domain (33). Since

Abl is maintained in an autoinhibited state by the intramolec-
ular interaction of the Abl SH3 domain and the linker region
(28), binding of 3BP2 to the Abl SH3 might stimulate Abl
kinase activity. We performed an Abl in vitro kinase assay with

FIG. 6. The 3BP2 signaling complex. (A) The kinase activity of c-Abl was determined for c-Abl immunoprecipitated from either 3BP2�/� (WT)
or 3BP2�/� (KO) splenic B cells using GST-Crk-mCTD as a substrate (top panels). Abl protein was detected with anti-Abl antibody (bottom
panels). (B) Kinetics and magnitude of immunoprecipitated Syk tyrosine phosphorylation following BCR cross-linking in 3BP2�/� and 3BP2�/�

splenic B cells. IB, immunoblotting. (C) Cell lysates from 3BP2�/� and 3BP2�/� splenic B cells unstimulated or stimulated with 10 �g/ml of
anti-IgM F(ab�)2 were resolved by SDS-PAGE and probed with phosphospecific antibodies against phospho-Erk1/2, -JNK/SAPK, and -Akt. The
same membrane was stripped and reprobed with anti-Erk1/2, -JNK/SAPK, and -Akt. (D) Resting splenic 3BP2�/� and 3BP2�/� B cells were either
left unstimulated or stimulated with 10 �g/ml of anti-IgM F(ab�)2 for indicated time intervals at 37°C before lysis. PLC-�2 was immunoprecipitated
(IP), resolved by SDS-PAGE, and probed with antiphosphotyrosine antibody 4G10, and the same membrane was stripped and reprobed with
anti-PLC-�2. (E) Indo-1-loaded splenic B cells, with surface staining of CD21 and CD23, were analyzed for �120 s before stimulation with
biotinylated Fab antibody to  light chain of BCR at 10 �g/ml (upper graphs) or with biotinylated F(ab�)2 antibody to CD19 at 10 �g/ml (lower
graphs). Cross-linking of BCR or super-cross-linking of CD19 was done with addition of 20 �g/ml of streptavidin. Distinction between total, FO, and MZ
B cells was based on CD23 and CD21 surface staining. Calculation of [Ca2�]i was as described in Materials and Methods. Changes of [Ca2�]i following
BCR cross-linking (upper graphs) and CD19 super-cross-linking (lower graphs) are shown with arrows indicated the addition of each stimulus. 3BP2�/�

cells are represented by solid circles, and 3BP2�/� cells are represented by open circles. The data shown are representative of four independent
experiments. Equal levels of CD19 expression on 3BP2�/� and 3BP2�/� splenocytes were verified using FITC-conjugated anti-CD19 antibody.
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the exogenous Abl substrate GST-Crk-mCTD (50) on purified
B cells from 3BP2�/� and 3BP2�/� mice to determine if the
induction of Abl kinase activity is defective in cells lacking
3BP2. The induction of Abl kinase activity following BCR
cross-linking was similar in amplitude and kinetics in both
3BP2�/� and 3BP2�/� B cells (Fig. 6A).

3BP2 was also identified as a Syk kinase binding protein (6).
We examined the induction of Syk tyrosine phosphorylation
following BCR cross-linking. Immunoprecipitated Syk was
rapidly and maximally tyrosine phosphorylated at 1 minute
following BCR cross-linking in 3BP2�/� B cells. However, Syk
phosphorylation was significantly reduced in B cells lacking
3BP2, with no detectable signal after 5 min of stimulation (Fig.
6B). These data demonstrate that 3BP2 is required for maxi-
mal induction and sustained duration of Syk tyrosine phosphor-
ylation following BCR activation. Importantly, other down-
stream targets of BCR activation, such as Erk, JNK, Akt, and
PLC-�2, were not affected by 3BP2 deficiency (Fig. 6C and D).
Lastly, we measured the absolute concentration of intracellular
calcium in B cells lacking 3BP2 by using the cell-permeative
fluorescent dye Indo-1 and observed a 30% reduction in cal-
cium levels following BCR cross-linking compared to that in
control cells. We observed a differential requirement for 3BP2
between FO and MZ B cells for an optimal induction of cal-
cium influx following BCR cross-linking. Whereas there was
only a slight difference in the intracellular calcium concentra-

tion between 3BP2�/� and wild-type FO B cells, 3BP2�/� MZ
B cells showed a twofold reduction in maximum calcium levels
following BCR cross-linking compared to those in wild-type
MZ B cells (400 nM versus 800 nM) (Fig. 6E, upper panels).
We noted in that response to CD19 super-cross-linking the
calcium flux in 3BP2�/� FO and MZ B cells was reduced by
more than half of that observed in normal B cells, suggesting
that 3BP2 may be important in CD19 signal transduction (Fig.
6E, lower panels). This difference was not attributable to dif-
ferences in CD19 surface expression, as the wild-type and
3BP2�/� B cells express similar levels of CD19 (Fig. 6E).

The cytoplasmic tail of CD19 contains four possible 3BP2
SH2 domain binding sites (40, 49). We investigated whether
3BP2 could form an inducible and stable complex with CD19
in splenic B cells and found that endogenous 3BP2 binds to
CD19 following BCR cross-linking (Fig. 7A). Mutants of 3BP2
either lacking the SH2 domain or harboring a loss-of-function
mutation in the SH2 domain did not bind to CD19 (Fig. 7B),
which demonstrated that 3BP2 binds to CD19 through its SH2
domain in a tyrosine phosphorylation-dependent manner. We
used streptavidin-agarose beads coated with each of nine bio-
tinylated 11-mer peptides containing phosphotyrosine and
flanking sequences corresponding to the cytoplasmic domain
of human CD19 (43) to map the interaction between the 3BP2
SH2 domain and CD19. Figure 7C shows that phosphoty-
rosines 403 and 443 are capable of mediating this interaction.

FIG. 7. 3BP2 forms an inducible complex with CD19 via SH2-phosphotyrosine interaction following BCR cross-linking. (A) Inducible binding
between CD19 and 3BP2 was demonstrated by coimmunoprecipitation (IP) of endogenous CD19 and 3BP2 from stimulated (with 40 �g/ml of
anti-IgM F(ab�)2) 3BP2�/� splenic B cells. IB, immunoblotting; WCL, whole-cell lysate. (B) Untransfected 293T cells (lane 1) and 293T cells
transfected with Flag-3BP2 �SH2 (lane 2), Flag-3BP2 SH2R486K (lane 3), Flag-3BP2 (lane 4), and Flag-3BP2 �PR (lane 5) were used to determine
the region(s) of 3BP2 required for its inducible interaction with CD19. A20 cells were used as the source of endogenous CD19. (C) Streptavidin-
agarose beads coated with 11-mer biotinylated phosphotyrosyl peptides corresponding to sequences in the cytoplasmic domain of human CD19
[PQNQY*(330)GNVLSL, TAPSY*(360)GNPSSD, EGEGY*(391)EEPDSE, DSEFY*(403)ENDSNL, DGSGY*(421)ENPEDE, NAESY*(443)ENEDEL,
GSQSY*(482)EDMRGI, RGILY*(490)AAPQLR, and DADSY*(513)ENMDNP] (43), were incubated with lysates of 3BP2-transfected 293 cells,
and adsorbed proteins were eluted, resolved by SDS-PAGE, transferred to an Immobilon membrane, and immunoblotted with antibody to 3BP2,
followed by enhanced chemiluminescence. (D) Daudi B lymphoblastoid cells expressing CD4:CD19 chimeric receptors of �EC, in which the
extracellular domain of CD19 was replaced with that of human CD4 (26) (lane 1); Y9F, in which all nine tyrosines present in the cytoplasmic tail
have been replaced with phenylalanine (lane 2); or Y403/443F, in which phenylalanine was substituted for tyrosines 403 and 443 in the cytoplasmic
domain (23) (lane 3) were stimulated with F(ab�)2 goat antibody to IgM. The chimeric receptors were precipitated from cell lysates by incubation
with GST-3BP2 SH2. The chimeric receptors were detected by antibodies against human CD4. The membrane was stripped and reprobed with
anti-GST antibodies. The presence of CD4:CD19 chimeric receptors in each cell lines was confirmed by immunoprecipitation with antibody against
human CD4 and immunoblotting with antibody against CD19.
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To confirm this result, we utilized Daudi cells transfected with
one of three chimeric CD4:CD19 receptors (26) which contain
either the wild-type cytoplasmic domain of CD19, the cytoplas-
mic domain in which all nine tyrosine residues are mutated to
phenylalanine (ALL F), or the cytoplasmic domain in which
tyrosines 403 and 443 have been mutated to phenylalanine
(Y403/443F) (23). We observed that the 3BP2 SH2 domain
bound to the wild-type CD4:CD19 chimera but not to the ALL
F mutant or the Y403/443F mutant receptor (Fig. 7D). These
observations demonstrate that CD19 and 3BP2 form an induc-
ible protein complex mediated by tyrosine 403, tyrosine 443,
or both.

DISCUSSION

In this report, we showed that 3BP2 is required for optimal
signaling through the B-cell antigen receptor and is part of the
CD19 costimulatory complex. 3BP2 has a distinctive function
in B lymphocytes involved in the TI-2 humoral response. Mice
lacking 3BP2 have diminished peritoneal B1 B cells and accu-
mulate MZ B cells which demonstrate enhanced sensitivity to
antigen receptor-induced cell death in vitro.

B1 B cells and MZ B cells control the humoral response to
TI-2 multivalent antigens (22, 25). TI-2 immune responses
occur in the absence of T-cell help but are dependent on
optimal activation of the BCR together with BAFF signals
elaborated by macrophages and dendritic cells (5, 9, 24, 48).
We have shown that 3BP2�/� splenic B cells and MZ B cells
fail to proliferate, survive, and signal optimally following anti-
gen receptor activation. Consistent with these data, overex-
pression of 3BP2 augmented BCR-mediated NFAT activation
as measured by a luciferase reporter assay, while treatment of
Raji cells with 3BP2 small interfering RNA attenuated BCR
signaling (12). Our data would support a model in which the
B1 and MZ B-cell populations are diminished in numbers or
function or both in the absence of 3BP2, leading to a defective
TI-2 response in vivo.

The modest increase in MZ B cells observed in the 3BP2�/�

mice may also be a reflection of suboptimal BCR signaling.
One model of MZ B-cell development argues that nascent
transitional B cells must receive a BAFF survival signal (32, 38,
39) and a BCR signal sufficient in strength to initiate a FO
B-cell developmental program. Those B cells that survive be-
cause of BAFF but receive a weak BCR signal then become
receptive to inductive signals through Notch2 that support the
development of MZ B cells (37). The accumulation of MZ B
cells observed in the 3BP2�/� mice may result from a failure
to maximally activate proximal signal transduction pathways
downstream of the BCR, thereby promoting a developmen-
tal program favoring MZ B-cell commitment. In distinction
to MZ B-cell development, constitutive and optimal BCR
signals are required for establishing normal numbers of B1
B cells in the adult animal (1, 18, 20). In this context, the
weak BCR signal of 3BP2�/� B cells likely contributes to the
decreased number of peritoneal B1 B cells found in
3BP2�/� mice. Therefore, in the absence of 3BP2, the sub-
optimal BCR signal affects the developmental pathway of
peripheral B cells, MZ B and B1 B cells, and impairs the in
vitro survival and in vivo function of MZ B cells in response
to BCR cross-linking.

In order to define the biochemical defect underlying the
B-cell defects observed in the 3BP2�/� mice, we examined the
activity and phosphorylation status of a number of canonical
signaling molecules downstream of the BCR in 3BP2�/� B
cells. 3BP2 was identified as a Syk tyrosine kinase binding
protein (6) and as a Syk substrate (12). We observed that both
the induction and duration of Syk phosphorylation were atten-
uated in 3BP2�/� B cells compared to control cells. However,
we observed that there was no effect on the induction of Abl,
Erk, JNK, Akt, or PLC-�2 in 3BP2�/� B cells following BCR
cross-linking. Although PLC-�2 phosphorylation was normal,
3BP2�/� B cells had reduced calcium flux in response to BCR
cross-linking. What could account for the defect in calcium flux
in the face of normal PLC-�2 phosphorylation in 3BP2�/� B
cells? One possibility is that the production of the PLC-�2
substrate, phosphatidylinositol-4,5-bisphosphate (PIP2), is not
normal in 3BP2�/� B cells. Previous studies demonstrated that
CD19 cross-linking induces the de novo synthesis of PIP2 re-
quired to replenish the rapid depletion of PIP2 by PLC-�2 (31,
36, 47). We are currently investigating whether the production
of PIP2 is normal in 3BP2�/� B cells.

In an attempt to determine how 3BP2 might couple to the
BCR signaling machinery, we have shown that endogenous
3BP2 binds inducibly to CD19 following BCR cross-linking at
sites previously reported to bind to the Fyn tyrosine kinase (3).
The CD19 coreceptor complex, which includes CD21 and
CD81, reduces the threshold of BCR activation by up to 104-
fold (11). CD19 provides this critical signal through its engage-
ment and activation of phosphatidylinositol 3-kinase (44), Vav
(31), Lyn (46), and Fyn (3). CD19 is also required for maxi-
mum induction of calcium flux (2, 8). 3BP2 may thus be a
necessary component of the CD19 signaling complex such that
in the absence of 3BP2 the CD19 costimulatory signal is weak-
ened, leading to a diminished BCR signal.

Recently another report describing the B-cell phenotype in
3BP2-deficient mice has been published (7). Consistent with
our findings, de la Fuente et al. similarly showed that
3BP2�/� B cells demonstrated a proliferation defect and
impaired calcium mobilization in response to BCR cross-
linking. In distinction to our findings, however, they did not
observe a defect in the TI-2 humoral response or a pertur-
bation in the B1 or MZ B-cell populations. Moreover, they
did not observe altered survival of B cells in the absence of
3BP2. The principal biochemical abnormalities observed in
their study included defects in NFATp dephosphorylation
and JNK phosphorylation. The differences in our two phe-
notypes may result from differences in our respective tar-
geting strategies, the generation number backcrossed onto
the C57BL/6 strain, and local variations in microbial envi-
ronments of the animal colonies.

We have demonstrated that the 3BP2 adapter protein is a
component of the CD19 costimulatory complex and is es-
sential for optimum BCR signaling required for normal
peritoneal B1 and MZ B-cell development and TI-2 antigen
response.
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