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The organization and clustering of cell surface proteins plays a critical role in controlling

receptor signaling; however, the biophysical mechanisms regulating these parameters

are not well understood. Elucidating these mechanisms is highly significant to our

understanding of immune function in health and disease, given the importance of

B cell receptor (BCR) signaling in directing B cells to produce antibodies for the

clearance of pathogens, and the potential deleterious effects of dysregulated BCR

signaling, such as in B cell malignancies or autoimmune disease. One of main

inhibitory co-receptors on B cells is CD22, a sialic-acid binding protein, which interacts

homotypically with other sialylated CD22 molecules, as well as heterotypically with IgM

and CD45. Although the importance of CD22 in attenuating BCR signaling is well

established, we still do not fully understand what mediates CD22 organization and

association to BCRs. CD22 is highly glycosylated, containing 12 N-linked glycosylation

sites on its extracellular domain, the function of which remain to be resolved. We

were interested in how these glycosylation sites mediate homotypic vs. heterotypic

interactions. To this end, we mutated five out of the six N-linked glycosylation residues

on CD22 localized closest to the sialic acid binding site. Glycan site N101 was not

mutated as this resulted in lack of CD22 expression. We used dual-color super-

resolution imaging to investigate the impact of altered glycosylation of CD22 on

the nanoscale organization of CD22 and its association with BCR. We show that

mutation of these five glycosylation sites increased the clustering tendency of CD22

and resulted in higher density CD22 nanoclusters. Consistent with these findings of

altered CD22 organization, we found that mutation of N-glycan sites attenuated CD22

phosphorylation upon BCR stimulation, and consequently, increased BCR signaling.

Importantly, we identified that these sites may be ligands for the soluble secreted

lectin, galectin-9, and are necessary for galectin-9 mediated inhibition of BCR signaling.

Taken together, these findings implicate N-linked glycosylation in the organization and

function of CD22, likely through regulating heterotypic interactions between CD22 and its

binding partners.
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INTRODUCTION

B cells drive the humoral immune response against
extracellular pathogen by recognizing antigen through their
B cell receptor (BCR). Specific binding of cognate antigen
to BCR initiates the process of B cell activation as antigen-
BCR complexes are internalized, processed, and subsequently
antigen-derived peptides are presented in the context of major
histocompatibility (MHC) class II on the B cell surface for T
cell help. Efficient B cell activation ultimately leads to B cell
proliferation and differentiation into high-affinity antibody
producing plasma cells and memory B cells that provide an
accelerated response during secondary exposure (1).

In order for B cells to carry out effector functions against
a wide range of pathogens, B cell development must generate
a highly diverse set of antigen receptor specificities. Through
the process of somatic recombination, germline encoded gene
fragments are stochastically rearranged to produce functional
BCRs. The randomness of this process generates highly diverse
specificities; however, many turn out to be self-reactive (2). It is
estimated that up to 70% of the immature human B cell repertoire
is autoreactive and up to 30–40% of human peripheral B cells
recognize self-antigens (3). Genome-wide association studies
reveal autoimmunity-associated variants are highly enriched for
genes that affect B cell signaling, including genes that encode
receptors, signaling effectors and downstream transcriptional
regulators of the BCR (4). This is evident in autoimmune diseases
such as systemic lupus erythematosus (SLE) and rheumatoid
arthritis, where chronic B cell activation and high levels of
auto-antibody production leads to systemic inflammation and
tissue damage (5). Early events of antigen recognition define the
strength of B cell signaling, and therefore, fine-tuning of B cell
activation threshold in an antigen dependent context is of utmost
importance in both maintaining B cell tolerance and mounting
an efficient immune response.

Recently, we identified galectin-9, a β-galactoside-binding
protein, as crucial in regulating BCR signaling and activation
(6). Galectin-9 is a member of the tandem-repeat subfamily
of galectins, containing two carbohydrate-recognition domains
(CRDs) connected by a flexible linker (7). Galectins have
been implicated in the formation of lattice-like structures
through binding of different glycoproteins and glycolipids on the
extracellular surface of cells in order to regulate a wide range of
functions such as protein trafficking, cell migration, signaling,

and apoptosis (8). We identified IgM-BCR and inhibitory
receptor CD45 as ligands for galectin-9, and demonstrated that

galectin-9 inhibits antigen-BCR microcluster formation upon
BCR stimulation, concomitant with suppression of downstream
BCR signaling. The mechanism for galectin-9 regulation of BCR
signaling may involve the inhibitory co-receptor CD22, however
the requirement of CD22 in galectin-9 mediated inhibition of
BCR signaling has not been demonstrated.

CD22 is a member of the sialic acid-binding immunoglobulin-
like lectin (Siglec) receptor family (9, 10). It is a B cell-lineage-
restricted receptor bearing three immunoreceptor tyrosine-based
inhibitory motifs (ITIMs) on its cytoplasmic tail and is crucial in
preventing abnormal B cell activation (11). Consequently, CD22

deficiencies, and genetic variants are associated with hyperactive
B cells and have been implicated in autoimmune disease (12–
14). The main ligand for CD22 seems to be CD22 itself, forming
oligomers on the surface of B cells via homotypic binding
(15). Recent structural analysis of CD22 demonstrated that the
ectodomain of CD22 adopts an elongated but bent, low flexibility
conformation, hypothesized to allow homotypic interactions in
cis and the formation of CD22 nanoclusters (16). CD22 has also
been shown to interact with IgM-BCR and the phosphatase CD45
by immunoprecipitation assays (17–22). In the resting state,
only a portion of CD22 is associated with BCR (23); however,
upon B cell activation association of CD22 with IgM-BCR is
increased (24). Interestingly, mutation of the sialic acid binding
site of CD22, or treatment with sialidase, does not disrupt the
interaction between CD22 and IgM-BCR or CD45, implying
alternate mechanisms independent of direct CD22 sialic acid
binding (22).

Given the importance of CD22 in attenuating BCR signaling,
we wanted to further understand what mediates CD22
organization and association to IgM-BCRs. CD22 contains
12 N-linked glycosylation sites in its extracellular domain. Six
glycosylation sites are located in the first two domains of CD22
and in close proximity to the sialic acid binding site (16), the
function of which remain to be resolved. Thus, we investigated
the role of these glycosylation sites in the organization and
function of CD22 in attenuating BCR signaling. We found
that mutation of five of these N-glycan sites increased the
density of CD22 nanoclusters, decreased CD22 phosphorylation
upon BCR stimulation, and consequently enhanced B cell
signaling. We also identified an important role for these sites in
galectin-9 mediated inhibition of BCR signaling and CD22-IgM
association, and propose that one of these sites may be a direct
ligand of galectin-9. These findings have important implications
for our understanding of the role of CD22 in maintaining self-
tolerance, and the potential dysfunction of CD22 in the context
of autoimmune diseases. Moreover, our findings highlight the
potential for therapeutic use of galectin-9 in the treatment of
autoimmune diseases.

MATERIALS AND METHODS

Cell Lines and Culturing
Daudi B cells were maintained at 37◦C with 5% CO2 in RPMI
1640 containing 10% heat-inactivated fetal bovine serum (FBS),
100 U/mL penicillin and streptomycin (Gibco), and 50µM 2-
mercaptoethanol (Amresco). Parental Daudi B cells and CD22-
KO Daudi B cells were kindly provided by Dr. Joan Wither
(Krembil Research Institute, Toronto).

Stable Transfection of CD22 Constructs
CD22-KO Daudi B cells were transfected with 10 µg of
WT human CD22β plasmid or 5Q human CD22β plasmid,
containing point mutations from asparagine to glutamine at
N67, N112, N135, N164, and N231, thereby abrogating N-linked
glycosylation at that site. Plasmid DNA was electroporated into
cells using Gene Pulser Xcell (Bio-Rad) at 570V, 25µFD. Positive
populations were sorted by 0.8 mg/ml Geneticin (Thermo
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Fisher R©) for 30 days followed by FACS sorting of positive
population labeled with humanized anti-CD22 Fab fragment
[pinatuzumab (16)] at 5 µg/ml.

Mice
C57BL/6 (Wildtype;WT)mice were obtained fromCharles River,
CD22−/− (CD22-KO) mice were obtained from Dr. Cynthia
Guidos (Sick Kids Research Institute). Mice were housed in
specific pathogen-free animal facility at University of Toronto
Scarborough, or Sick Kids Research Instutite, Toronto, Canada.
All procedures were approved by the Local Animal Care
Committee (LACC) at the University of Toronto Scarborough.
Splenocytes were isolated from 2 to 4 month old mice and
were sex matched within each experiment. B cells were purified
by magnetic negative selection according to the manufacturer’s
protocol (Stem Cell Technologies).

Antibody and Fab Fragment Labeling for
Flow Cytometry and Imaging
Humanized anti-CD22 Fab fragment and full-length antibody
[pinatuzumab (16)] and goat anti-human IgM Fab fragment
(Jackson ImmunoResearch Laboratories) were labeled at 1
mg/ml in 0.1M NaHCO3 and incubated with 0.2 mg/ml Alexa
Fluor R© 647 NHS Ester and Alexa Fluor R© 488 NHS Ester
(Thermo Fisher), respectively for 1 h at room temperature. For
single particle tracking, pinatuzumab and goat anti-human IgM
Fab fragments (Jackson ImmunoResearch Laboratories) were
labeled at 1 mg/ml in 0.1M NaHCO3 and incubated with
40µg/ml Attotec R© 633 NHS Ester and Attotec R© 488 NHS Ester,
respectively for 1 h at room temperature with gentle mixing.
Following labeling, the mixture was dialyzed against PBS at 4◦C .
After changing the buffer two times in 24 h, labeled antibody was
collected and stored at 4◦C.

Cell Surface Staining for CD22 by Flow
Cytometry
Daudi B cells were washed with FACS buffer (1% BSA, 0.01%
NaN3 in PBS), then immunostained with Alexa Fluor R© 647-
conjugated pinatuzumab Fab fragment at 1:200 v/v for 30min
at 4◦C. Cells were washed and resuspended in FACS buffer for
flow analysis.

Recombinant Gal9 (rGal9) Treatment and
Staining
B cells were treated with 1µM recombinant galectin-9 (R&D
Systems) in 2% BSA in RPMI for 30min at 37◦C. Cells were
washed 1X with PBS or RPMI and resuspended in PBS for
immediate use in experiments. To stain for rGal9, Daudi cells
were first blocked with purified anti-human CD16/CD32 (Fc-
block, 1:250 v/v; BD Biosciences, Cat. No 564220) in PBS for
15min at room temperature. Cells were washed two times
and immunostained with goat anti-galectin-9 antibody (R&D
Systems, Cat. No. AF3535) at 1:100 v/v for 1 h in 2% BSA
in PBS. Cells were washed 3 times, followed by labeling with
Cy3-conjugated AffiniPure bovine anti-goat antibody (Jackson
Immunoresearch Laboratories, Cat. No. 805-165-180) at 1:1000
v/v in 2% BSA in RPMI for 30min at 4◦C.

Cell Stimulation and Western Blot
Daudi cells were resuspended at 2 × 106 cells/ml in RPMI 1640
and stimulated for the indicated time with 5µg/ml AffiniPure
F(ab’)2 goat anti-human IgM, µ-chain specific (Jackson
ImmunoResearch Laboratories) or 20µg/ml anti-CD22 mAb
(Epratuzumab). Primary murine B cells fromWT and CD22-KO
mice treated or not with rGal9 as above were resuspended at 3
× 106 cells and stimulated for the indicated time with 5µg/ml
AffiniPure F(ab’)2 goat anti-mouse IgM, µ-chain specific
(Jackson ImmunoResearch Laboratories). The reaction was
stopped by adding 1ml of ice cold PBS. Cells were centrifuged
at 15,000 × g for 30 s. Supernatant was removed and lysis buffer
(1% NP40, 0.15M NaCl, 20 nM Tris pH 8.9, 10mM NaF, 1mM
Na3VO4 and Roche cOmpleteTM protease inhibitor cocktail)
was added at 10 × 107 cells/ml. Cells were incubated at 4◦C
with gentle mixing for 30min. Cell lysate was then centrifuged
at 15,000 × g for 15min to remove cellular debris and the
supernatant was transferred to a clean microtube. 2X Laemmli
buffer containing 0.1M DTT was added to cell lysate. Samples
were boiled at 95◦C for 5min followed by SDS-PAGE. Proteins
were transferred to a PVDF membrane and blocked in 5% BSA
in TBS-T (20mM Tris pH 7.5, 150mM NaCl and 0.1% Tween
20) for 1 h or overnight at 4◦C. Membranes were immunoblotted
with the following antibodies in 1% BSA/TBST for 5 h at room
temperature or overnight at 4◦C with gentle rocking: mouse
anti-β-tubulin (Sigma, 1:5,000 v/v), rabbit anti-phospho CD22
Y807 (Abcam, 1:2,000 v/v), rabbit anti-phospho CD22 Y842
(Abcam, 1:2,000 v/v), mouse anti-phospho CD22 Y822 (BD
Biosciences, 1:200 v/v), rabbit anti-phospho CD19 Y531 (Cell
Signaling Technology, 1:1,000 v/v), rabbit anti-phospho CD79a
Y182 (Cell Signaling Technology, 1:1,1000 v/v), PLCγ2 Y1217
(Cell Signaling Technology, 1:1,000 v/v), rabbit anti-phospho
Akt S473 (Cell Signaling Technology, 1:1,000 v/v), and rabbit
anti-phospho ERK p44/p42 MAPK (Cell Signaling Technology,
1:1,000 v/v). Membranes were washed 3 times with TBST, then
incubated with HRP-conjugated donkey anti-rabbit IgG or
donkey anti-mouse IgG antibodies (Jackson ImmunoResearch,
1:10,000 v/v) in 1% BSA/TBST for 1 h at room temperature.
Membranes were washed 5 times with TBST, then incubated with
Pierce R© ECLWestern Blotting Substrate or Clarity ECL (Biorad)
and imaged with ChemiDoc System (Bio-Rad). The intensity
of each protein band was analyzed by ImageJ, normalized
to β-tubulin.

Calcium Signaling
Daudi B cells were labeled with 1µM Fluo-4, AM (Thermo
Fisher) at a concentration of 1 × 106 cells/ml in 10%
FBS/HBSS at 37◦C for 30min. Cells were washed with HBSS
two times and resuspended in RPMI 1640. Intracellular
calcium flux was measured by flow cytometry. After collecting
a baseline for 30 s, cells were stimulated with 0.5, 5, or
20µg/ml AffiniPure F(ab’)2 goat anti-human IgM, µ-
chain specific (Jackson ImmunoResearch Laboratories).
Change in fluorescence intensity was recorded and plotted
using FlowJo (TreeStar). Fold change was determined by
dividing florescence intensity at each time point by the
baseline intensity.
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Glass Coverslip Coating for dSTORM and
Single Particle Tracking
Glass coverslips were cleaned in sulfochromic acid (Thermo
Fisher) for 20min, and then rinsed in water followed by acetone.
Coverslips were air-dried and then incubated with 0.2µg/ml
fibronectin (Sigma-Aldrich) for 1 h at room temperature and
then washed with PBS. Coverslips were assembled into FCS2
chambers (Bioptechs).

Single Particle Tracking
Daudi B cells were washed once in PBS then stained in 2%
FBS/PBS at a concentration of 1 × 106 cells/ml with 4 ng/ml
of Attotec R© 488 labeled goat anti-human IgM Fab fragment
and 1µg/ml of Attotec R© 633 labeled pinatuzumab Fab fragment
for 20min at 4◦C. Cells were washed two times with PBS and
resuspended in chamber buffer (0.5% FBS, 2mMMgCl2, 0.5mM
CaCl2, and 1 g/L D -glucose in PBS). Cells were incubated at
37◦C for 5min before injecting in FSC2 chambers preheated to
37◦C. Single particle tracking (SPT) was performed on a total
internal reflection fluorescence (TIRF) microscope (Quorum
Technologies) based on an inverted microscope (DMI6000C,
Leica), HCX PL APO 100X/1.47 oil immersion objective and
Evolve Delta EMCCD camera (Photometrics). Cells were allowed
to settle in chambers for 1min prior to image acquisition
and images were taken up to 10min. Images were acquired
continuously at 20 frames/s for 10 s with an EM Gain of 200
and an exposure time of 50ms. SPT analysis was performed on
a customMATLAB script as described previously (25).

dSTORM of CD22 Nanoclusters
Sample Preparation
Daudi B cells were washed in PBS once then stained in 2%
FBS/PBS at a concentration of 1 × 106 cells/ml with 10µg/ml of
Alexa Fluor R© 647 labeled pinatuzumab IgG and 2µg/ml Alexa
Fluor R© 488 labeled anti-human IgM Fab fragment for 20min at
4◦C. Cells were washed 2 times with PBS and resuspended in PBS.
Cells were incubated at 37◦C for 5min before injecting in FSC2
chambers preheated to 37◦C and allowed to spread for 10min.
Chambers were gently flushed with PBS to wash unbound cells
and cells were fixed with 4% PFA and 0.2% glutaraldehyde in
PBS for 40min at room temperature. Chambers were washed
3 times with PBS. Prior to image acquisition, chambers were
incubated with dSTORM imaging buffer containing 0.1M β-
mercaptoethylamine (MEA, Sigma-Aldrich), 0.5 mg/ml glucose
oxidase, 40µg/ml catalase, and 10% glucose in PBS. For dual-
color dSTORM, samples were incubated in PBS containing 0.1M
MEA, 3% (v/v) OxyFlourTM (Oxyrase Inc.), 20% (v/v) of sodium
DL-lactase solution (L1375, Sigma-Aldrich) adjusted to pH∼8.3.
Fiducial markers (100 nm Tetraspeck Fluorescent Microspheres,
Invitrogen) were added to buffer and allowed to settle for 5min
prior to imaging.

Image Acquisition and Reconstruction
dSTORM was performed on a TIRF microscope (Quorum
Technologies) based on an inverted microscope (DMI6000C,
Leica), HCX PL APO 100X/1.47 oil immersion objective and
Evolve Delta EMCCD camera (Photometrics). For Alexa R© 647,

photoconversion was achieved with 633 nm laser (intensity
ranged from 80 to 100 mW/cm2) illumination and simultaneous
illumination with the 405 nm laser (intensity range from 5 to
20 mW/cm2) increased the rate of conversion from the dark
state. Dual-color dSTORM images were acquired sequentially,
first imaging in the 647-channel followed by imaging in the 488-
channel. For Alexa R© 488, photoconversion was achieved with
the 488-nm laser (intensity ranged from 80 to 100 mW/cm2).
Eight thousand images were acquired at 30ms exposure with a
frame rate of 33 frames/s, and EM gain of 200. Fiducial markers,
which were visible in both the 488 and the 647-nm channels, were
used to align the two channels prior to image reconstruction.
The images of the beads in both channels were used to calculate
a polynomial transformation function that mapped the 488-
nm channel onto the 647-nm channel, using MultiStackReg
plug-in of ImageJ. The transformation matrix was applied to
each frame of the 488-nm channel stack. Image reconstruction
was performed using ThunderSTORM (26) plugin for ImageJ
according to the parameters previously reported (6). The camera
setup was as follows: pixel size 101.5 nm, photoelectron per
A/D count 2.4, base level [A/D count] 414 and an EM gain
of 200. Image filtering was applied to remove camera noise
and enhance photoswitching events using a wavelet filter (B-
Spline) with a B-Spline order of 3 and B-Spline scale of
2.0. Approximate localization of molecules was detected by
local maximum method with a peak intensity threshold of
std (Wave.F1) and a connectivity of 8-neighborhood. Sub-pixel
localization of molecules was identified by fitting the point
spread function to an integrated Gaussian using weighted least
squares method with a fitting radius of 3 pixels. Single molecules
may not be adequately resolved in spatially dense organizations
and thereby multiple activated molecules are detected as a
single blob. Multiple emitter fitting analysis (MFA) was used
to estimate the number of molecules detected as a single blob
with maximum 5 molecules per fitting region. To improve the
multi-emitter fitting algorithm, molecules are fitted assuming the
same intensity. Super resolution images were rendered with a
pixel size of 20 nm.

Post-processing and Image Analysis
Reconstructed dSTORM images were post-processed with drift
correction using the built-in method in the ThunderSTORM
plugin. The workflow for post-processing steps is as previously
reported (6) and consisted of the following steps: 1. Remove
duplicates, in which repeated localizations of single molecules in
one frame, which may occur when using multiple-emitter, were
removed based on uncertainty radius of localization; 2. Filter, in
which localizations with an uncertainty>20 nmwere eliminated;
3. Density filter, in which isolated localizations were removed
based on the parameter of at least two neighbors are required in
50 nm radius for a localization to be accepted; 4. Drift correction,
in which image drift was corrected using fiducial markers; and
5. Merging, in which molecules that appeared within 20 nm in
multiple frames were merged together. For each reconstructed
image a 3 × 3µm area was selected in the middle of the cell
to conduct cluster analysis. The Hopkins index and Ripley’s H
function analysis were performed by SuperCluster, an analysis
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tool kindly provided by the University of New Mexico’s Spatio
Temporal Modeling Center (http://stmc.unm.edu/).

Coordinate Based Co-Localization Analysis
Colocalization of dual dSTORM data was conducted using
coordinate-based colocalization (CBC) (27) analysis using
ThunderSTORM. Briefly, this method uses coordinate
information of each molecule instead of an intensity-based
approach, which would depend on the reconstruction and post-
processing parameters chosen. Furthermore, this method takes
into account the spatial distribution of each set of localizations
to prevent false positive colocalization values that result when
one of the molecular species is randomly organized. First, the
spatial distribution function of the neighboring localizations
from the same species in each channel are calculated. Then, from
the individual distribution functions, a correlation coefficient is
calculated and weighted by distance to the nearest neighbor of the
localization’s respective species. As a result, each single molecule
of each species is attributed an individual colocalization value,
which provides information on the molecule’s local environment.
CBC algorithmwas applied to x-y coordinate lists of localizations
in the 3 × 3µm region of 647 and 488 channels. A search radius
of 80 nm, based on the radius of IgM nanoclusters, was used
to calculate degree of colocalization values varying from −1
(perfectly excluded) to+1 (perfectly co-localized).

Statistical Analysis
Statistical analysis was performed using GraphPad Prism.
The distribution of data was tested using D’Agostino-Pearson
omnibus normality test. Comparisons between two groups
were performed using Student’s t-test for data with normal
distribution and Mann-Whitney for data with non-normal

distribution. Comparisons between multiple groups were
performed by Kruskal-Wallis test for data with non-normal
distribution, followed by Dunn’s multiple comparisons test.

RESULTS

CD22 Is Necessary for Galectin-9 Mediated
Inhibition of BCR Signaling in Human
Daudi B Cells
We recently demonstrated using dual-color direct stochastic
optical reconstruction microscopy (dSTORM) that CD22 is
endogenously associated with IgM via galectin-9 in the steady-
state in primary murine B cells (6). We also found that
treatment with recombinant galectin-9 increased co-localization
of IgM and CD22 and suppressed BCR signaling upon antigen
stimulation in primary murine B cells. To investigate if this
inhibitory effect was indeed due to CD22, we utilized a human
Daudi CD22-deficient B cell line generated through CRISPR-
Cas9 (kindly provided by Dr. Joan Wither, Krembil Research
Institute). We treated wild-type (WT) and CD22-KO B cells with
recombinant galectin-9 (rGal9), stimulated cells with anti-IgM
F(ab’)2 for the indicated times and then lysed cells and ran SDS-
PAGE followed by immunoblotting for total phosphotyrosine,
as well as phosphorylated CD19 and extracellular regulated
kinase (ERK) (Figure 1). In contrast to WT cells where
treatment with rGal9 depressed total tyrosine phosphorylation,
CD22-deficient cells showed a similar level of total tyrosine
phosphorylation upon rGal9 addition (Figure 1A). Consistent
with depressed total tyrosine phosphorylation, we found that
phosphorylation of CD19 and ERK was not diminished in CD22-
deficient cells upon treatment with rGal9 (Figure 1B). These

FIGURE 1 | CD22 is necessary for galectin-9 mediated inhibition of BCR signaling in human Daudi B cells. WT and CD22-KO Daudi B cells treated with rGal9 were

stimulated with 5µg/ml anti-IgM F(ab’)2 for indicated times, lysed, and subjected to SDS-PAGE followed by immunoblotting with (A) anti-phosphotyrosine and

(B) phospho-CD19 and phospho-ERK. Quantifications (shown below) normalized to β-tubulin loading control. Blots and quantification representative of at least three

independent experiments.
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findings demonstrate that galectin-9 mediated suppression of
BCR signaling in human Daudi cells is dependent on CD22.
To verify if CD22 was also required in primary murine B
cells, we treated B cells from WT and CD22-KO mice with
rGal9, stimulated with anti-IgM F(ab’)2, and immunoblotted
cell lysates for phospho-CD19 as described above. In contrast
to our findings in human CD22-deficient Daudi B cells,
galectin-9 suppression of BCR signaling was maintained in
CD22-KO primary murine B cells (Supplementary Figure 1).
These findings suggest differential requirements for CD22
in primary murine B cells compared to a human B cell
line. The reason for this discrepancy is not clear, but may
be linked to differential expression and/or glycosylation of
CD45, which we identified galectin-9 binds to in primary

murine B cells.

Galectin-9 Increases Association of IgM
and CD22
We next asked if the requirement of CD22 for galectin-9
mediated suppression of BCR signaling in human Daudi B
cells was due to increased association of CD22 and IgM. We
performed dual-color dSTORM of CD22 and IgM in CD22
WT Daudi B cells treated or not with rGal9. We labeled Daudi
B cells with Alexa 488-labeled anti-IgM Fab fragment and
Alexa 647-labeled anti-CD22 antibody and settled them on
fibronectin-coated coverslips in order to adhere cells. Visual
inspection of dual-dSTORM images revealed that both IgM and
CD22 appear more clustered in rGal9 treated cells (Figure 2A).
To quantify this observation, we examined the Hopkin’s Index,
which evaluates the clustering tendency compared to a random
distribution, which has a value of 0.5 (28). We found that

FIGURE 2 | Exogenous galectin-9 increases association of IgM and CD22. (A) Representative merged TIRFM (top), dSTORM (middle), dSTORM zoom (bottom)

images showing surface CD22 (magenta), IgM-BCR (green) on WT Daudi B cells (WT) (left) and CD22, IgM-BCR, and recombinant galectin-9 (rGal9; cyan) in rGal9

treated WT Daudi B cells (WT rGal9) (right). dSTORM ROI (3 × 3µm) is outlined in yellow (middle) and magnified in dSTORM zoom (bottom). (B–G) Quantification of at

least 15 ROIs from WT and WT rGal9 Daudi B cells pooled from 4 independent experiments. (B,C) Hopkin’s index (1,000 localizations plotted) and (D,E) H function

derived from Ripley’s K for CD22 and IgM. The difference in the peak height of the H function between untreated and rGal9-treated cells was not significant by Mann

Whitney. (F) Coordinate-based colocalization (CBC) histograms of single-molecule distribution of colocalizations between CD22 and IgM. (G) Box plot of CBC values

of data from (F) showing 25–75th percentile, median, minimum, and maximum values (whiskers). Colocalization between channels shown in white. Scale bars

represent 5 and 1µm (zoom). Lines/errors represent means ± SEM. ****p < 0.0001 by Mann Whitney.
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treatment with rGal9 increased the Hopkin’s Index of both
CD22 and IgM (Figures 2B,C). We also found a difference
in the H function derived from Ripley’s K function, which
evaluates the extent of clustering (28), in rGal9-treated cells
compared to untreated cells. For both CD22 and IgM, the peak
height of the H function curve was increased in rGal9-treated
cells, indicating an increase in the density of molecules within
clusters (Figures 2D,E). Visual inspection of dual-dSTORM
images also suggested an increased co-localization of IgM
and CD22 in rGal9 treated cells (Figure 2A). To quantify this
observation, we performed coordinate-based colocalization
analysis, which ranges from +1 (perfectly colocalized) to −1
(perfectly segregated) (27). We validated our dual dSTORM
imaging and image registration parameters using Daudi cells
stained with Alexa Fluor 647 anti-IgM Fab and Alexa Fluor
488 anti-IgM Fab and determined the degree of colocalization.
The histogram of IgM-IgM colocalization shows the percentage
of molecules is highest for a CBC value of +1; ∼25% of
molecules being perfectly colocalized and 0% of the molecules
being perfectly excluded. The median CBC value was 0.63,
implying a high degree of colocalization and setting the
value for the maximal level of colocalization achieved in our
experiments (Supplementary Figure 2). In rGal9 treated cells,
we found an increase in the frequency of positive CBC values
and a concomitant decrease in the frequency of negative
CBC, indicating increased colocalization of IgM and CD22
(Figure 2F). Indeed, the median CBC value in rGal9 treated
cells was 0.27 compared to 0.18 for untreated cells (Figure 2G).
Importantly, we obtained similar findings with respect to CD22
and IgM organization and their increased colocalization upon
rGal9 treatment in parental Daudi B cells expressing endogenous
CD22 (Supplementary Figure 3). These findings indicate that
galectin-9 alters the organization of both CD22 and IgM-BCR
nanoclusters as well as the association of CD22 and IgM-BCR,
providing a mechanism for galectin-9 mediated inhibition of
BCR signaling.

Mutation of N-Glycan Sites Alters
CD22 Nanoclusters
CD22 is highly clustered on the surface of naïve B cells,
organized as preformed nanoclusters (29). The crystal structure
of the extracellular domain of CD22 revealed that N-glycans
in the outermost domains of CD22 are localized on one
face and thus we hypothesized they may facilitate CD22
nanoclustering (16). To examine the role of these N-glycans in
CD22 nanoclustering, we generated a CD22 mutant with point
mutations of asparagine to glutamine in 5 out of the 6 N-
glycans localized in the outermost domains of CD22 (denoted
5Q; Supplementary Figure 4A). The asparagine at position 101
was not mutated as this glycan is located in a hydrophobic groove
between domains 1 and 2, and its mutation resulted in lack of
expression (16). We generated cell lines stably expressing wild-
type (WT) and the 5Q-mutant of CD22 in a Daudi B cell line
in which CD22 was deleted via CRISPR-Cas9 [kindly provided
by Dr. Joan Wither (Krembil Research Institute)]. Transfected
B cells were sorted in order to obtain populations of WT CD22

and 5Q CD22 with similar expression to each other as well as
the parental Daudi cell line prior to CRISPR-mediated deletion of
CD22 (Supplementary Figures 4B,C). These cells also expressed
similar levels of IgM and CD19 (Supplementary Figures 4D,E).

To examine CD22 organization at the cell surface, WT
and 5Q-mutant Daudi B cells were labeled with saturating
amounts of Alexa Fluor 647 anti-CD22 whole antibody,
spread on fibronectin-coated coverslips and dSTORM images
acquired using total internal reflection fluorescence (TIRF)
microscopy. Consistent with murine B cells (29), human CD22
is also organized in preformed nanoclusters at the cell surface
(Figure 3A). Single molecule localization data was rendered
as a normalized histogram, where the number of localizations
corresponds to higher density. Based on the reconstructed
dSTORM images, 5Q CD22 appeared to form higher density
nanoclusters on the B cell surface compared to WT CD22
(Figure 3A). To quantify this observation, we again used the
Hopkin’s Index and the H function of Ripley’s K. The mean
Hopkin’s Index of WT CD22 was 0.94, consistent with the clear
non-random distribution of CD22 seen even in TIRF images.
The Hopkin’s Index of 5Q CD22 was significantly higher than
WT CD22, indicating an increased tendency for clustering in
the 5Q-mutant (Figure 3B). Consistent with this, the degree
of clustering as measured by the peak height of H-function
curve was also increased in 5Q CD22 compared to WT CD22;
however, the mean cluster radius was similar at 150–175 nm
(Figure 3C). To further investigate the clustering characteristics
of WT and 5Q-mutant CD22, we examined the mean cluster
diameter based on Getis-based clustering analysis (30, 31). This
analysis method calculates a ratio between the sum of all the
values within a defined distance and the sum of all the values of all
the subregions, which is a measure of local clustering. Consistent
with Ripley’s K analysis, Getis-based clustering analysis revealed
no significant difference in mean cluster diameter between WT
and 5Q CD22 (Figure 3D). Finally, we also employed density-
based spatial clustering of applications with noise (DBSCAN)
(32). This method offers some advantages over Ripley’s K analysis
as it can identify arbitrarily shaped clusters, whereas Ripley’s
K assumes circular clusters, and is more robust to outliers and
background noise (32). We employed DBSCAN analysis for
insight into the relative nanocluster density, which was calculated
as a ratio between number of CD22 molecules identified in a
cluster and cluster diameter. Consistent with our observation of
dSTORM images, CD22 cluster density is significantly increased
in 5Q CD22 compared to WT CD22 (Figures 3A,E). Taken
together, these data demonstrate that abrogation of N-terminal
glycans on the outermost domains of CD22 increased the
degree of CD22 nanoclustering and the density of molecules
within nanoclusters.

Mutation of N-Glycan Sites Does Not Alter
CD22 and IgM Mobility
The importance of receptor mobility on function has recently
been demonstrated for murine CD22, which exhibits rapid
diffusion on the B cell surface, thereby providing a means of
attenuating BCR signaling. Indeed, increased CD22 diffusion in
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FIGURE 3 | CD22 nanocluster formation is increased by mutation of N-glycan sites. (A) Representative TIRFM (top row), dSTORM (second row), dSTORM zoom

(third row), DBSCAN clusters (bottom row) images showing surface CD22 on WT Daudi B cells (WT CD22) (left) and 5Q-mutant Daudi B cells (5Q CD22) (right).

dSTORM ROI (3 × 3µm) is outlined in yellow (second) and magnified in dSTORM zoom (third) and DBSCAN (bottom). dSTORM images are mapped to a false-color

scale ranging from black to white (0–255) (B–E) Quantification of at least 30 ROIs from WT and 5Q-mutant Daudi B cells pooled from 4 independent experiments.

(B) Hopkin’s index (1000 localizations plotted), (C) H function derived from Ripley’s K, (D) Mean diameter of CD22 clusters (1 point per ROI), and (E) Relative DBSCAN

cluster density (1 point per ROI). Scale bars represent 5 and 1µm (zoom). Lines/errors represent means ± SEM. *p < 0.05, ****p < 0.0001 by Mann Whitney.

the R130E mutant lacking sialic acid binding correlated with
increased inhibition of BCR signaling (29). Given this, and our
observation of increased CD22 nanoclustering in the 5Q-mutant,
we next asked if CD22 mobility is also altered by mutation of
N-glycan sites. To examine this, we performed single particle
tracking analysis. WT and 5Q CD22 expressing cells were labeled

with a limiting concentration of Atto-633 conjugated anti-
CD22 Fab fragment for visualization of single particles by TIRF
microscopy. CD22 diffusion ranged from nearly immobilized
particles to highly mobile particles, similar to the heterogeneous
mobility of IgMmolecules (Figures 4A,B). The median diffusion
coefficient of WT CD22 was 0.021 µm2s−1, while the median
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FIGURE 4 | Mutation of N-glycan sites does not significantly impact CD22

mobility. (A) Diffusion coefficients and (B) cumulative probability of CD22 single

molecules in WT CD22 and 5Q mutant CD22 expressing cells. (C) Diffusion

coefficients and (D) cumulative probability of IgM single molecules in WT

CD22, 5Q-mutant CD22, and CD22-KO cells. Quantification of at least 30

cells pooled from 4 independent experiments, 1,000 randomly selected

diffusion coefficients plotted. Lines represent median. **p < 0.01, ****p <

0.0001 by Kruskal-Wallis, followed by Dunn’s multiple comparisons test.

diffusion coefficient of 5Q CD22 was consistently, but not
statistically significantly, lower (0.018µm2s−1; Figure 4B). These
data demonstrate that abrogation of these N-glycans does not
significantly alter CD22 mobility.

Given that CD22 is known to interact with IgM and altering
IgM mobility is sufficient to trigger BCR signaling (25), we
next examined IgM mobility in WT, 5Q-mutant, and CD22-
KO Daudi cells. Interestingly, the diffusion coefficient of IgM
on CD22-KO Daudi B cells was significantly lower compared
to IgM on WT CD22 cells (0.018 µm2s−1 compared to 0.024
µm2s−1, respectively; Figure 4C). In contrast, the diffusion
coefficient of IgM on 5Q CD22 cells was significantly higher
compared to IgM on CD22-deficient cells, and also higher,
although not statistically significant, compared to IgM on WT
CD22 cells (Figure 4C). Plotting the cumulative probability of
diffusion coefficients showed that CD22-KO cells had the highest
cumulative probability of diffusion coefficients in the lowest
diffusion coefficient bins; whereas 5Q-mutant CD22 had a higher
cumulative probability of diffusion coefficients in the higher bins
(Figure 4D). Taken together, these data suggest that regardless
of the existence of N-glycosylation or not, CD22 itself affects
the mobility of IgM-BCR at the cell surface, possibly through
CD22-IgM interactions.

Mutation of CD22 N-Glycan Sites
Enhances BCR Signaling
The degree of CD22 homotypic clustering correlates with CD22
function in attenuating BCR signaling, as evidenced by mutation
of the sialic acid binding domain (R130E) (24, 29). In this
mutant, CD22 nanoclusters are smaller, and this correlates with
increased CD22 phosphorylation, increased SHP-1 recruitment,
and therefore decreased BCR signaling upon stimulation (24, 29).
Given our observation of altered organization of CD22 in the
5Q-mutant, we next asked if this altered spatial organization
had a functional impact on CD22-mediated attenuation of
BCR signaling. The cytoplasmic domain of CD22 contains
six tyrosine phosphorylation sites; Y762, Y822, and Y824 are
associated with ITIMs; Y807 is important for Grb2 recruitment;
and the function of Y752 and Y796 have not been defined
(33). To investigate the functional effect of mutation of N-
glycans on CD22, we first examined CD22 phosphorylation upon
BCR stimulation. WT CD22, 5Q-mutant CD22, and CD22-KO
Daudi B cells were stimulated with 5µg/ml anti-IgM F(ab’)2
for the indicated time, lysed, and subjected to SDS-PAGE
followed by immunoblotting for tyrosine phosphorylation at
ITIM associated Y822 and Y842, as well as Grb2-recruitment
associated Y807. Surprisingly, phosphorylation of each of these
sites is severely diminished in the 5Q-mutant, comparable to
CD22-deficient cells (Figure 5A). To test if mutation of N-glycan
sites may have affected the structure of CD22 and rendered it
non-functional, we examined phosphorylation of CD22 upon
crosslinking of CD22 with an anti-CD22 antibody. We found
that CD22 phosphorylation at Y822 is similar to WT CD22
(Supplementary Figure 5). Thus, alteration of N-glycans within
the outermost ectodomain of CD22 severely diminishes CD22
phosphorylation upon BCR stimulation.

We next assessed how loss of CD22 phosphorylation in
the 5Q-mutant upon BCR stimulation affected BCR signaling.
First, we examined calcium signaling upon BCR stimulation,
which is increased by loss of CD22 (10). We labeled WT, 5Q,
and CD22-KO Daudi B cells with the calcium indicator, Fluo-
4, and measured calcium flux upon stimulation with three
different concentrations of anti-IgM F(ab’)2 stimulation (0.5,
5, and 20µg/ml) via flow cytometry. Consistent with lack of
CD22 ITIM phosphorylation, calcium flux was increased in the
5Q-mutant of CD22 compared to WT at all concentrations
tested, but most markedly at 5 and 20µg/ml (Figure 5B).
Notably, the increased calcium signaling in the 5Q-mutant was
comparable with CD22-KO cells. To further interrogate BCR
signaling in the 5Q-mutant, we next examined phosphorylation
of both proximal and distal BCR signalingmolecules. CD22 ITIM
phosphorylation is integral in recruiting and activating SHP-1,
which can dephosphorylated BCR associated ITAM-containing
signaling chains CD79a/b (Igα/β). Thus, we first investigated the
effect of mutation of CD22 N-glycan sites on phosphorylation of
CD79a. WT, CD22 5Q, and CD22-KO B cells were stimulated
with anti-IgM F(ab’)2, lysed and immunoblotted with anti-
phospho-CD79a. Despite the enhanced calcium response we
observed, phosphorylation of CD79a was not affected in the 5Q-
mutant (Figure 5C). To further investigate the pathway of BCR
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FIGURE 5 | BCR signaling is enhanced by CD22 N-glycan mutation. (A) Representative western blots of WT (WT CD22), 5Q-mutant (5Q CD22) and CD22-KO Daudi

B cells stimulated with 5µg/ml anti-IgM F(ab’)2 for indicated times, lysed and subjected to SDS-PAGE followed by immunoblotting for CD22 phosphorylation (pCD22)

at Y807, Y822, and Y842. Blots were quantified (right) by normalizing to β-tubulin loading control. (B) Calcium flux induced by BCR stimulation with 0.5µg/ml (left),

5µg/ml (middle), and 25µg/ml (right) anti-IgM F(ab’)2 in WT CD22, 5Q CD22, and CD22-KO Daudi B cells. Calcium flux quantified by fold change in Fluo-4 mean

fluorescence intensity over three independent experiments. (C) WT CD22, 5Q CD22, and CD22-KO Daudi B cells were stimulated with 5µg/ml anti-IgM F(ab’)2 for

indicated times, lysed and subjected to SDS-PAGE followed by immunoblotting for phospho-CD79a, phospho-PLCγ2 (pPLCγ2), phospho-CD19 (pCD19),

phospho-Akt (pAkt), and phospho-ERK1/2 (pERK). Blots were quantified (right) as above. Blots and quantification representative of least three independent

experiments.

signaling that might be affected in the 5Q-mutant, and given
that we observed increased calcium signaling, which is dependent
on PLCγ2 activity, we examined phosphorylation of PLCγ2.
Consistent with the enhanced calcium response we observed,

phosphorylation of PLCγ2 was increased in the 5Q-mutant
compared to WT cells, consistent with CD22-deficient cells
(Figure 5C). CD22 ITIM phosphorylation activates SHP-1,
which targets the Src family kinase Lyn, and consequently
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its substrates including the key BCR co-receptor CD19. Thus,
we examined phosphorylation of CD19 and found that CD19
phosphorylation was enhanced in 5Q CD22 mutant cells, similar
to CD22-deficient cells (Figure 5C). CD19 phosphorylation
recruits signaling molecules including Vav and PI3K to amplify
multiple downstream pathways. Thus, we investigated the
PI3K/Akt and MAP kinase pathway by measuring Akt and
ERK phosphorylation. We found enhanced phosphorylation of
both Akt and ERK in 5Q CD22 mutant cells, similar to CD22-
KO cells (Figure 5C). These analyses of BCR signaling reveals
that abrogation of these N-glycans in the extracellular domain
of CD22 significantly decreased CD22 phosphorylation, and
consequently increased BCR signaling upon BCR stimulation,
consistent with the BCR signaling response reported for CD22-
deficient B cells (10, 34). These data demonstrate a functional
importance of these N-glycan sites in CD22.

Galectin-9 Mediated Inhibition of BCR
Signaling Is Dependent on N-Glycosylation
of CD22
We identified an important role for CD22 in galectin-9 mediated
inhibition of BCR signaling in human Daudi B cells. To examine
if this effect was mediated by galectin-9 binding to N-glycans of
CD22, we treated WT and 5Q cells with rGal9 and examined
BCR signaling as described above. Of note, there is no detectable
galectin-9 on the surface of cultured Daudi B cells; however,
treatment with rGal9 increases surface galectin-9 in CD22
WT Daudi B cells, and to a lesser extent CD22-KO and 5Q-
mutant cells, suggestive that galectin-9 may indeed bind to
CD22 (Supplementary Figure 6). We found that, in contrast to
WT CD22 Daudi B cells, treatment of 5Q CD22 mutant cells
with rGal9 did not inhibit total tyrosine phosphorylation, nor
phosphorylation of CD19 and ERK (Figure 6). These results
demonstrate the importance of these N-glycan sites on CD22 for
galectin-9 mediated inhibition of BCR signaling in human Daudi
B cells and suggest that these sites are important for galectin-9
mediated association of CD22 with IgM.

To examine this, we performed dual-dSTORM to assess the
impact of rGal9 on the organization and association of IgM
and CD22 in 5Q CD22 mutant expressing cells (Figure 7A).
Dual dSTORM analysis of the clustering tendency of CD22
and IgM was evaluated by Hopkin’s index and Ripley’s K H
function. We found that, in contrast to WT CD22, which
exhibits increased clustering upon rGal9 treatment (Figure 2),
this treatment decreased CD22 clustering tendency in the 5Q-
mutant (Figure 7B). Ripley’s K analysis showed a small right
shift in the peak of the H function curve, suggesting a small
increase in the size of CD22 nanoclusters in the 5Q-mutant, but
without a significant change in the relative density of molecules
within clusters (Figure 7C). In contrast, treatment with rGal9
increased the clustering tendency of IgM in 5Q-mutant cells
(Figure 7D), similarly to that observed in WT cells (Figure 2C).
This increased clustering was also reflected in the H-function
curve which showed an increase in the peak as well as an increase
across all r-values (Figure 7E), similar to WT cells treated with
rGal9 (Figure 2E). Visual inspection of dual dSTORM images

FIGURE 6 | Galectin9-mediated inhibition of BCR signaling is dependent on

N-glycosylation of CD22. WT (WT CD22), 5Q-mutant (5Q CD22) and

CD22-KO Daudi B cells treated with 1µM rGal9 were stimulated with 5µg/ml

anti-IgM F(ab’)2 for indicated times, lysed and subjected to SDS-PAGE

followed by immunoblotting with (A) anti-phospho-CD19 and

anti-phospho-ERK. (B) Quantification of blots in (A) normalized to β-tubulin

loading control. Blots and quantification representative of at least three

independent experiments.

suggested that treatment with rGal9 decreased the association
of IgM and CD22 in the 5Q-mutant compared to untreated
cells (Figure 7A). Indeed, CBC analysis demonstrated that the
frequency of negative CBC values increased and the frequency
of positive values decreased (Figure 7F). The median CBC value
of CD22-IgM colocalization decreased from 0.28 in untreated 5Q
CD22 cells to 0.19 in rGal9 treated cells (Figure 7G). Together,
these results demonstrate that treatment with rGal9 segregates
IgM and CD22 in 5Q CD22 expressing cells. Taken together,
these findings indicate that mutation of these five N-glycan
sites on CD22 alter both CD22 and IgM organization in the
steady-state, as well as galectin-9 mediated clustering of CD22,
which consequently impacts galectin-9 mediated inhibition of
BCR signaling.

DISCUSSION

Here, we used super-resolution imaging and biochemical assays
to identify that N-glycans in the ectodomain of CD22 are
important for CD22 organization and function, through a
mechanism involving the secreted lectin, galectin-9. We propose
the following model to account for our data: in WT cells,
under steady-state conditions, galectin-9 binds to IgM and
CD22 mediating close association of these molecules, or
nanoclusters of molecules, and propose that this interaction
may help set the threshold of B cell activation. Treating
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FIGURE 7 | Gal9-mediated association of IgM and CD22 is dependent on N-glycans of CD22. (A) Representative merged TIRFM (top), dSTORM (middle), dSTORM

zoom (bottom) images showing surface CD22 (magenta), IgM BCR (green), rGal9 (cyan) on 5Q-mutant Daudi B cells (5Q) (left panel) and rGal9 treated 5Q (5Q rGal9)

(right panel). dSTORM ROI (3 × 3µm) is outlined in yellow (middle) and magnified in dSTORM zoom (bottom). Colocalization between channels shown in white. Scale

bars represent 5 and 1µm (zoom). (B–G) Quantification of at least 15 ROIs from 5Q and 5Q + rGal9 Daudi B cells pooled from 4 independent experiments.

(B) Hopkin’s index, and (C) H function derived from Ripley’s K for CD22. (D) Hopkin’s index and (E) H function for IgM. Lines/errors represent means ± SEM.

(F) Coordinate-based colocalization (CBC) histograms of single-molecule disributions of colocalization between CD22 and IgM. (G) Box plot of CBC values of data

from (F) showing 25–75th percentile, median, minimum, and maximum values (whiskers). ****p < 0.0001 by Mann Whitney.

WT cells with rGal9 increases CD22-IgM co-localization/co-
clustering and consequently reduces BCR signaling. Mutation
of 5 N-glycans in the outmost ectodomains of CD22 increases
the density of CD22 nanoclusters, and increases CD22-IgM
co-clustering; however, despite this increased co-localization,
CD22 phosphorylation upon BCR stimulation is decreased, and
consequently BCR signaling is enhanced. Treatment of these
cells with rGal9 decreases CD22-IgM co-clustering, which may
be due to enhanced clustering of IgM in this context, but
nevertheless, galectin-9 mediated inhibition of BCR signaling
is abrogated (Figure 8). These findings identify a novel non-
sialic acid binding mechanism regulating CD22 organization
and function.

CD22 has been shown to associate with other CD22 molecules
via a sialic acid binding dependent mechanism to form discrete
nanoclusters (15, 29). Recently, the crystal structure of CD22

demonstrated that five N-glycan sites are located on one face
of the protein in the first two N-terminal domains, and were
hypothesized to be involved in CD22 homotypic interactions via
sialic acid binding based on their position (16). Instead, we found
that ablation of these N-glycan sites increased the degree and
density of CD22 nanoclusters compared to WT CD22. Based
on experimental design, we cannot rule out that a terminally
sialylated glycan at asparagine 101, which was not mutated due
to lack of CD22 expression, may act as a cis ligand for CD22 on
the B cell surface. In this case, the increased clustering of CD22
observed in the 5Q-mutant may be due to lack of steric hindrance
around the sialic acid binding domain allowing for increased
binding to terminal sialic acid at N101 of neighboring CD22
molecules. Conversely, increased nanocluster density may also be
due to a role for these N-glycans in mediating CD22 heterotypic
interactions with other cell surface proteins, lack of which may
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FIGURE 8 | Model depicting how N-glycosylation regulates CD22 organization and function. (A) Top and side view of IgM and CD22 organization on the surface of

resting WT B cells (left) and 5Q-mutant Daudi B cells (right). In resting WT B cells, galectin-9 mediates basal interaction between IgM and CD22 to allow for regulated

BCR signaling. Mutation of five N-linked glycosylation sites from asparagine to glutamine on CD22 leads to increased CD22 clustering, decreased IgM clustering,

decreased CD22 phosphorylation, and increased BCR signaling. (B) Top and side view of IgM and CD22 organization on the surface of recombinant galectin-9 (rGal9)

treated WT (left) and 5Q-mutant (right) B cells. In resting WT B cells, treatment with rGal9 increases IgM and CD22 nanoclusters and increases IgM-CD22

colocalization leading to suppression of BCR signaling upon antigen stimulation. Treatment of 5Q-mutant with rGal9 increases IgM cluster size and decreases

IgM-CD22 colocalization. rGal9 treatment does not reduce BCR signaling in 5Q-mutant B cells as observed in WT B cells, demonstrating that galectin-9 mediated

regulation of BCR signaling is dependent on CD22 N-glycans.

increase homotypic CD22 clustering. Indeed, we hypothesized
that these N-glycans may mediate heterotypic interactions
via indirect protein-protein interactions with IgM that is
independent of CD22 sialic acid binding, but insteadmediated by

the soluble secreted lectin, galectin-9, based on our recent study
demonstrating that galectin-9 binds to IgM-BCR and regulates its
organization, mobility, and consequently activation upon antigen
stimulation (6).
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Here, we demonstrate using CD22-deficient human Daudi
B cells that galectin-9 mediated inhibition of BCR signaling
requires CD22, as hypothesized in our previous working model.
We also now demonstrate using dual-color super-resolution
imaging that galectin-9 increases the association of IgM and
CD22. This increased association is abrogated upon mutation
of five N-glycan sites in the outermost ectodomains of CD22,
and corresponds to loss of galectin-9 mediated inhibition of
BCR signaling. While it is not clear why abrogation of N-glycan
sites on CD22 increased co-localization between IgM and CD22
in the steady-state, one possibility is that the more randomly
distributed IgM molecules in the 5Q-mutant may be in closer
vicinity to higher density CD22 clusters independent of galectin-
9. These findings suggest that galectin-9 may mediate IgM-CD22
organization through one of two mechanisms. Galectin-9 may
bind directly to CD22 via one or more of these N-glycan sites to
mediate association with IgM-BCR. Alternatively, we identified
CD45 as a ligand of galectin-9 (6), and so it may be that these
CD22 N-glycans impact heterotypic interactions between CD22
and CD45, and it is CD45 that binds galectin-9 to localize CD22
with BCR. Regardless, our findings highlight the importance of
CD22 N-glycans in galectin-9 mediated association of IgM and
CD22 and the corresponding regulation of BCR signaling.

Our findings raise several points of note not only with respect
to B cell biology but more broadly in terms of the functional
relevance of protein nanoclusters. In recent years, with the
advent of high resolution imaging modalities, there has been
much interest in defining the spatial organization of cell surface
proteins (35). Although still contentious with respect to some cell
surface proteins (36), it appears that nanoclustering is a defining
feature of most cell surface proteins (37). On the other hand,
we are only beginning to understand the functional significance
of nanoclusters. Constitutively clustering may, as proposed for
major histocompatibility (MHC) class I and II, enhance antigen
presentation and thus facilitate T cell receptor recognition of
rare peptide-MHC complexes (38, 39). Clustering of proteins
may also facilitate the segregation of functional units of signaling
complexes, such as IgM-BCR and the co-receptor CD19 (40).
Our findings contribute to this body of understanding by
demonstrating altered nanocluster organization is associated
with a functional defect in CD22 activity. So, how would high-
density nanoclusters in the 5Q-mutant have a direct influence
on lack of CD22 phosphorylation in the intracellular domain
upon BCR stimulation? One possibility is that increased density
of CD22 nanoclusters may be analogous to auto-inhibitory BCR
oligomers as proposed by the dissociation activation model
(41). In this model, the ITAMs of Igα/Igβ are inaccessible
for phosphorylation by Lyn in high-density BCR oligomers
in the steady-state. Alternatively (or additionally), the lipid
environment around high-density CD22 nanoclusters may
be altered and consequently Lyn, the Src family kinase that
phosphorylates CD22 is excluded. Indeed, treatment of B
cells with a synthetic high affinity ligand for CD22 prevents
antigen-induced CD22 re-localization to lipid rafts, where active
Lyn is localized, and consequently lack of CD22 phosphorylation
(42). Moreover, we identified that galectin-9 relocalizes CD22 to
Lyn-rich lipid raft domains (6), supporting the idea that these

N-glycans are important for regulating the partitioning of CD22
into different domains on the B cell membrane. Examining the
localization of CD22 relative to lipid raft domains, and the impact
of alteredN-linked glycosylation is an important future direction.

It may also be that altered heterotypic interactions, specifically
with IgM-BCR, result in lack of CD22 phosphorylation in the
glycan mutant. Previous studies have shown that the ability
of CD22 to associate with IgM upon antigen stimulation
corresponds to increased CD22 phosphorylation and greater
attenuation of BCR induced calcium flux (24, 29, 43, 44).
These studies indicate that disruption of CD22 homodimers
and nanoclusters allows for more CD22 to be available to
interact with IgM, and consequently stronger inhibition of
BCR signaling. Our findings that treatment of WT B cells
with exogenous galectin-9 increases heterotypic interactions
between IgM and CD22, and concomitant suppression of BCR
signaling upon antigen stimulation is consistent with these
studies. Our results are also consistent as we observed increased
CD22 nanoclustering in the 5Q-mutant and this correlates with
decreased CD22 phosphorylation and increased BCR signaling.
Although our steady-state analysis of the glycan mutant CD22
revealed increased CD22-IgM colocalization by dual dSTORM,
we hypothesize that the increased density of CD22 in larger
nanoclusters and the decreased clustering of IgM results in lack
of coordinated IgM-CD22 organization upon BCR stimulation,
and consequently lack of CD22 phosphorylation and increased
BCR signaling.

Another interesting finding of our study is that, despite
markedly altered CD22 nanoclustering in the 5Q-mutant, we
did not observe any significant difference in the cell surface
mobility of CD22. We also hypothesized increased IgM mobility
in CD22-deficient cells due to lack of CD22-IgM interactions. In
contrast, we found that IgM mobility was decreased in CD22-
deficient cells. It may be that CD22-IgM interactions make up
a pool of highly mobile IgM molecules, or that lack of CD22-
IgM interactions results in stronger association of IgM with
less mobile molecules, for example, CD45. If CD22 N-glycans
play a role in CD22-IgM interactions then we would expect
that mutation of these sites would also result in decreased IgM
mobility; however this was not observed. IgM mobility on 5Q
CD22 was significantly higher compared to IgM on CD22-KO
B cells. Interestingly, the mobility of IgM was not significantly
altered in neither CD45-KOB cells nor sialic acid bindingmutant
CD22-R130E B cells, both of which altered CD22 mobility (29).
However, these studies used primary murine cells and high
affinity ligands differ between murine and human CD22. Our
SPT data of CD22 and IgM mobility does imply altered CD22-
IgM interactions given the altered IgM mobility; however, the
mechanism by which N-terminal glycans and CD22 itself alter
IgM mobility is not evidently conclusive.

Our results highlight a novel role for N-terminal glycans on
CD22 nanocluster formation and function in attenuating BCR
signaling. Importantly, lack of glycosylation at five sites in the
extracellular domain results in lack of CD22 phosphorylation,
and increased B cell signaling similar to CD22 deficient cells.
We further demonstrate that these N-glycans are important
in galectin-9 mediated inhibition of BCR signaling. While
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CD22 sialic acid binding mediates CD22 homotypic nanocluster
formation, our results demonstrate a novel role for galectin-9
mediated CD22 heterotypic interaction with IgM dependent on
CD22 N-terminal glycans. We currently do not know how the
degree of CD22 glycosylation and terminal sialylation creating
CD22 homotypic cis ligands varies in different B cell subsets
and how it may be altered in B cell diseases such as cancer
and autoimmunity. Future studies should assess the role of each
of these glycan sites individually in altering CD22 organization
and function and characterize glycosylation at these sites in B-
cell pathologies. Our findings highlight the importance of CD22
glycan sites in regulating BCR signaling thresholds and that
investigation of CD22 N-glycans may provide novel insight into
the mechanism of altered B cell activation in disease.

DATA AVAILABILITY

The raw data supporting the conclusions of this manuscript will
be made available by the authors, without undue reservation, to
any qualified researcher.

AUTHOR CONTRIBUTIONS

LW, FHMB, and BT designed the study. LW, FHMB,
MY, and BT conducted experiments and data analysis.

TS and JE-O provided critical material to carry out
the research. J-PJ helped conceive the research. LW,
FHMB, and BT wrote the manuscript, and all authors
commented on it.

ACKNOWLEDGMENTS

We thank Joan Wither and Yuriy Baglenko for CD22-deficient
Daudi B cells. We thank Cynthia Guidos and Mahmoud El-
Maklizi for CD22-KOmice. This work was supported by funding
from the Canadian Institutes of Health Research (CIHR; MOP-
136808), Natural Sciences and Engineering Council of Canada
(NSERC; RGPIN 418756-12), and Canada Research Chair (CRC;
905-231134) to BT; NSERC graduate student fellowship to LW.
TS is a recipient of a Vanier Canada Graduate Scholarship from
CIHR. This work was supported by CIHR operating grant PJT-
148811 to J-PJ. This research was undertaken, in part, thanks to
funding from the Canada Research Chairs program (950-231604)
to J-PJ.

SUPPLEMENTARY MATERIAL

The Supplementary Material for this article can be found
online at: https://www.frontiersin.org/articles/10.3389/fimmu.
2019.00699/full#supplementary-material

REFERENCES

1. Kurosaki T, Shinohara H, Baba Y. B cell signaling and fate decision. Annu Rev

Immunol. (2010) 28:21–55. doi: 10.1146/annurev.immunol.021908.132541

2. Rajewsky K. Clonal selection and learning in the antibody system. Nature.

(1996) 381:751–8. doi: 10.1038/381751a0

3. Wardemann H, Yurasov S, Schaefer A, Young JW, Meffre E, Nussenzweig

MC. Predominant autoantibody production by early human B cell precursors.

Science. (2003) 301:1374–7. doi: 10.1126/science.1086907

4. Rawlings DJ, Metzler G, Wray-Dutra M, Jackson SW. Altered B cell

signalling in autoimmunity. Nat Rev Immunol. (2017) 17:421–36.

doi: 10.1038/nri.2017.24

5. Hofmann K, Clauder AK, Manz RA. Targeting B cells and plasma

cells in autoimmune diseases. Front Immunol. (2018) 9:835.

doi: 10.3389/fimmu.2018.00835

6. Cao A, Alluqmani N, Buhari FHM, Wasim L, Smith LK, Quaile AT, et al.

Galectin-9 binds IgM-BCR to regulate B cell signaling. Nat Commun. (2018)

9:3288. doi: 10.1038/s41467-018-05771-8

7. Tureci O, Schmitt H, Fadle N, PfreundschuhM, Sahin U.Molecular definition

of a novel human galectin which is immunogenic in patients with Hodgkin’s

disease. J Biol Chem. (1997) 272:6416–22. doi: 10.1074/jbc.272.10.6416

8. Yang RY, Rabinovich GA, Liu FT. Galectins: structure, function

and therapeutic potential. Expert Rev Mol Med. (2008) 10:e17.

doi: 10.1017/S1462399408000719

9. Clark EA, CD22, a B cell-specific receptor, mediates adhesion and signal

transduction. J Immunol. (1993) 150:4715–8.

10. Nitschke L, Carsetti R, Ocker B, Kohler G, Lamers MC. CD22 is a

negative regulator of B-cell receptor signalling. Curr Biol. (1997) 7:133–43.

doi: 10.1016/S0960-9822(06)00057-1

11. Jellusova J, Nitschke L. Regulation of B cell functions by the sialic

acid-binding receptors siglec-G and CD22. Front Immunol. (2011) 2:96.

doi: 10.3389/fimmu.2011.00096

12. Lajaunias F, Ibnou-Zekri N, Fossati Jimack L, Chicheportiche Y, Parkhouse

RM, Mary C, et al. Polymorphisms in the Cd22 gene of inbred mouse strains.

Immunogenetics. (1999) 49:991–5. doi: 10.1007/s002510050584

13. Mary C, Laporte C, Parzy D, Santiago ML, Stefani F, Lajaunias F, et al.

Dysregulated expression of the Cd22 gene as a result of a short interspersed

nucleotide element insertion in Cd22a lupus-prone mice. J Immunol. (2000)

165:2987–96. doi: 10.4049/jimmunol.165.6.2987

14. Nitschke L, Lajaunias F, Moll T, Ho L, Martinez-Soria E, Kikuchi S,

et al. Expression of aberrant forms of CD22 on B lymphocytes in Cd22a

lupus-prone mice affects ligand binding. Int Immunol. (2006) 18:59–68.

doi: 10.1093/intimm/dxh349

15. Han S, Collins BE, Bengtson P, Paulson JC. Homomultimeric complexes of

CD22 in B cells revealed by protein-glycan cross-linking. Nat Chem Biol.

(2005) 1:93–7. doi: 10.1038/nchembio713

16. Ereno-Orbea J, Sicard T, Cui H, Mazhab-Jafari MT, Benlekbir S, Guarne A,

et al. Molecular basis of human CD22 function and therapeutic targeting. Nat

Commun. (2017) 8:764. doi: 10.1038/s41467-017-00836-6

17. Hanasaki K, Powell LD, Varki A. Binding of human plasma

sialoglycoproteins by the B cell-specific lectin CD22. Selective recognition

of immunoglobulin M and haptoglobin. J Biol Chem. (1995) 270:7543–50.

doi: 10.1074/jbc.270.13.7543

18. Leprince C, Draves KE, Geahlen RL, Ledbetter JA, Clark EA. CD22 associates

with the human surface IgM-B-cell antigen receptor complex. Proc Natl Acad

Sci USA. (1993) 90:3236–40. doi: 10.1073/pnas.90.8.3236

19. Ramya TN, Weerapana E, Liao L, Zeng Y, Tateno H, Yates JR III, et al.

In situ trans ligands of CD22 identified by glycan-protein photocross-

linking-enabled proteomics. Mol Cell Proteomics. (2010) 9:1339–51.

doi: 10.1074/mcp.M900461-MCP200

20. Sgroi D, Koretzky GA, Stamenkovic I. Regulation of CD45 engagement

by the B-cell receptor CD22. Proc Natl Acad Sci USA. (1995) 92:4026–30.

doi: 10.1073/pnas.92.9.4026

21. Stamenkovic I, Sgroi D, Aruffo A, Sy MS, Anderson T. The B lymphocyte

adhesion molecule CD22 interacts with leukocyte common antigen CD45RO

on T cells and alpha 2–6 sialyltransferase, CD75, on B cells. Cell. (1991)

66:1133–44. doi: 10.1016/0092-8674(91)90036-X

22. Zhang M, Varki A. Cell surface sialic acids do not affect primary CD22

interactions with CD45 and surface IgM nor the rate of constitutive CD22

endocytosis. Glycobiology. (2004) 14:939–49. doi: 10.1093/glycob/cwh126

Frontiers in Immunology | www.frontiersin.org 15 April 2019 | Volume 10 | Article 699

https://www.frontiersin.org/articles/10.3389/fimmu.2019.00699/full#supplementary-material
https://doi.org/10.1146/annurev.immunol.021908.132541
https://doi.org/10.1038/381751a0
https://doi.org/10.1126/science.1086907
https://doi.org/10.1038/nri.2017.24
https://doi.org/10.3389/fimmu.2018.00835
https://doi.org/10.1038/s41467-018-05771-8
https://doi.org/10.1074/jbc.272.10.6416
https://doi.org/10.1017/S1462399408000719
https://doi.org/10.1016/S0960-9822(06)00057-1
https://doi.org/10.3389/fimmu.2011.00096
https://doi.org/10.1007/s002510050584
https://doi.org/10.4049/jimmunol.165.6.2987
https://doi.org/10.1093/intimm/dxh349
https://doi.org/10.1038/nchembio713
https://doi.org/10.1038/s41467-017-00836-6
https://doi.org/10.1074/jbc.270.13.7543
https://doi.org/10.1073/pnas.90.8.3236
https://doi.org/10.1074/mcp.M900461-MCP200
https://doi.org/10.1073/pnas.92.9.4026
https://doi.org/10.1016/0092-8674(91)90036-X
https://doi.org/10.1093/glycob/cwh126
https://www.frontiersin.org/journals/immunology
https://www.frontiersin.org
https://www.frontiersin.org/journals/immunology#articles


Wasim et al. N-Glycans in CD22 Function

23. Peaker CJ, Neuberger MS. Association of CD22 with the B cell antigen

receptor. Eur J Immunol. (1993) 23:1358–63. doi: 10.1002/eji.1830230626

24. Muller J, Obermeier I, Wohner M, Brandl C, Mrotzek S, Angermuller

S, et al. CD22 ligand-binding and signaling domains reciprocally regulate

B-cell Ca2+ signaling. Proc Natl Acad Sci USA. (2013) 110:12402–7.

doi: 10.1073/pnas.1304888110

25. Treanor B, Depoil D, Gonzalez-Granja A, Barral P, Weber M, Dushek

O, et al. The membrane skeleton controls diffusion dynamics and

signaling through the B cell receptor. Immunity. (2010) 32:187–99.

doi: 10.1016/j.immuni.2009.12.005

26. Ovesny M, Krizek P, Borkovec J, Svindrych Z, Hagen GM. ThunderSTORM:

a comprehensive ImageJ plug-in for PALM and STORM data analysis

and super-resolution imaging. Bioinformatics. (2014) 30:2389–90.

doi: 10.1093/bioinformatics/btu202

27. Coltharp C, Yang X, Xiao J. Quantitative analysis of single-molecule

superresolution images. Curr Opin Struct Biol. (2014) 28:112–21.

doi: 10.1016/j.sbi.2014.08.008

28. Malkusch S, Endesfelder U, Mondry J, Gelleri M, Verveer PJ, Heilemann

M. Coordinate-based colocalization analysis of single-molecule

localization microscopy data. Histochem Cell Biol. (2012) 137:1–10.

doi: 10.1007/s00418-011-0880-5

29. Gasparrini F, Feest C, Bruckbauer A, Mattila PK, Muller J, Nitschke L, et al.

Nanoscale organization and dynamics of the siglec CD22 cooperate with

the cytoskeleton in restraining BCR signalling. EMBO J. (2016) 35:258–80.

doi: 10.15252/embj.201593027

30. Getis A, Aldstadt J. Constructing the spatial weights matrix

using a local statistic. Geograph Anal. (2004) 36:90–104.

doi: 10.1111/j.1538-4632.2004.tb01127.x

31. Getis A, Ord JK. The analysis of spatial association by use of distance statistics.

Geograph Analy. (1992) 24:189–206. doi: 10.1111/j.1538-4632.1992.tb00261.x

32. EsterM, Kriegel HP, Sander J, Xu X. A density-based algorithm for discovering

clusters in large spatial databases with noise. KDD Proc. (1996) 96:226–231.

33. Otipoby KL, Draves KE, Clark EA. CD22 regulates B cell receptor-mediated

signals via two domains that independently recruit Grb2 and SHP-1. J Biol

Chem. (2001) 276:44315–22. doi: 10.1074/jbc.M105446200

34. Fujimoto M, Bradney AP, Poe JC, Steeber DA, Tedder TF. Modulation of B

lymphocyte antigen receptor signal transduction by a CD19/CD22 regulatory

loop. Immunity. (1999) 11:191–200. doi: 10.1016/S1074-7613(00)80094-1

35. Mattila PK, Batista FD, Treanor B. Dynamics of the actin cytoskeleton

mediates receptor cross talk: An emerging concept in tuning receptor

signaling. J Cell Biol. (2016) 212:267–80. doi: 10.1083/jcb.201504137

36. Rossboth B, Arnold AM, Ta H, Platzer R, Kellner F, Huppa JB, et al. TCRs are

randomly distributed on the plasmamembrane of resting antigen-experienced

T cells. Nat Immunol. (2018) 19:821–827. doi: 10.1038/s41590-018-0162-7

37. Garcia-Parajo MF, Cambi A, Torreno-Pina JA, Thompson N, Jacobson K.

Nanoclustering as a dominant feature of plasma membrane organization. J

Cell Sci. (2014) 127:4995–5005. doi: 10.1242/jcs.146340

38. Bodnar A, Bacso Z, Jenei A, Jovin TM, Edidin M, Damjanovich S, et al. Class

I HLA oligomerization at the surface of B cells is controlled by exogenous

beta(2)-microglobulin: implications in activation of cytotoxic T lymphocytes.

Int Immunol. (2003) 15:331–9. doi: 10.1093/intimm/dxg042

39. Fooksman DR, Gronvall GK, Tang Q, Edidin M. Clustering class I MHC

modulates sensitivity of T cell recognition. J Immunol. (2006) 176:6673–80.

doi: 10.4049/jimmunol.176.11.6673

40. Mattila PK, Feest C, Depoil D, Treanor B, Montaner B, Otipoby KL,

et al. The actin and tetraspanin networks organize receptor nanoclusters

to regulate B cell receptor-mediated signaling. Immunity. (2013) 38:461–74.

doi: 10.1016/j.immuni.2012.11.019

41. Yang J, Reth M. The dissociation activation model of B cell antigen receptor

triggering. FEBS Lett. (2010) 584:4872–7. doi: 10.1016/j.febslet.2010.09.045

42. Yu J, Sawada T, Adachi T, Gao X, Takematsu H, Kozutsumi Y,

et al. Synthetic glycan ligand excludes CD22 from antigen receptor-

containing lipid rafts. Biochem Biophys Res Commun. (2007) 360:759–64.

doi: 10.1016/j.bbrc.2007.06.110

43. Collins BE, Smith BA, Bengtson P, Paulson JC. Ablation of CD22 in ligand-

deficient mice restores B cell receptor signaling. Nat Immunol. (2006)

7:199–206. doi: 10.1038/ni1283

44. Hennet T, Chui D, Paulson JC, Marth JD. Immune regulation by the

ST6Gal sialyltransferase. Proc Natl Acad Sci USA. (1998) 95:4504–9.

doi: 10.1073/pnas.95.8.4504

Conflict of Interest Statement: The authors declare that the research was

conducted in the absence of any commercial or financial relationships that could

be construed as a potential conflict of interest.

Copyright © 2019 Wasim, Buhari, Yoganathan, Sicard, Ereño-Orbea, Julien and

Treanor. This is an open-access article distributed under the terms of the Creative

Commons Attribution License (CC BY). The use, distribution or reproduction in

other forums is permitted, provided the original author(s) and the copyright owner(s)

are credited and that the original publication in this journal is cited, in accordance

with accepted academic practice. No use, distribution or reproduction is permitted

which does not comply with these terms.

Frontiers in Immunology | www.frontiersin.org 16 April 2019 | Volume 10 | Article 699

https://doi.org/10.1002/eji.1830230626
https://doi.org/10.1073/pnas.1304888110
https://doi.org/10.1016/j.immuni.2009.12.005
https://doi.org/10.1093/bioinformatics/btu202
https://doi.org/10.1016/j.sbi.2014.08.008
https://doi.org/10.1007/s00418-011-0880-5
https://doi.org/10.15252/embj.201593027
https://doi.org/10.1111/j.1538-4632.2004.tb01127.x
https://doi.org/10.1111/j.1538-4632.1992.tb00261.x
https://doi.org/10.1074/jbc.M105446200
https://doi.org/10.1016/S1074-7613(00)80094-1
https://doi.org/10.1083/jcb.201504137
https://doi.org/10.1038/s41590-018-0162-7
https://doi.org/10.1242/jcs.146340
https://doi.org/10.1093/intimm/dxg042
https://doi.org/10.4049/jimmunol.176.11.6673
https://doi.org/10.1016/j.immuni.2012.11.019
https://doi.org/10.1016/j.febslet.2010.09.045
https://doi.org/10.1016/j.bbrc.2007.06.110
https://doi.org/10.1038/ni1283
https://doi.org/10.1073/pnas.95.8.4504
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/immunology
https://www.frontiersin.org
https://www.frontiersin.org/journals/immunology#articles

	N-Linked Glycosylation Regulates CD22 Organization and Function
	Introduction
	Materials and Methods
	Cell Lines and Culturing
	Stable Transfection of CD22 Constructs
	Mice
	Antibody and Fab Fragment Labeling for Flow Cytometry and Imaging
	Cell Surface Staining for CD22 by Flow Cytometry
	Recombinant Gal9 (rGal9) Treatment and Staining
	Cell Stimulation and Western Blot
	Calcium Signaling
	Glass Coverslip Coating for dSTORM and Single Particle Tracking
	Single Particle Tracking
	dSTORM of CD22 Nanoclusters
	Sample Preparation
	Image Acquisition and Reconstruction
	Post-processing and Image Analysis
	Coordinate Based Co-Localization Analysis

	Statistical Analysis

	Results
	CD22 Is Necessary for Galectin-9 Mediated Inhibition of BCR Signaling in Human Daudi B Cells
	Galectin-9 Increases Association of IgM and CD22
	Mutation of N-Glycan Sites Alters CD22 Nanoclusters
	Mutation of N-Glycan Sites Does Not Alter CD22 and IgM Mobility
	Mutation of CD22 N-Glycan Sites Enhances BCR Signaling
	Galectin-9 Mediated Inhibition of BCR Signaling Is Dependent on N-Glycosylation of CD22

	Discussion
	Data Availability
	Author Contributions
	Acknowledgments
	Supplementary Material
	References


