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Abstract
Multiple Sclerosis (MS) is a chronic inflammatory disorder of the central nervous system (CNS) leading to 

neuronal demyelination, lack of remyelination, and axonal loss. If left untreated, patients inevitably suffer from severe 
cognitive, psychological and physical disabilities. Although not yet approved, B cell depletion achieved with anti-CD20 
monoclonal antibodies is the most effective therapy to-date in MS patients. As this therapeutic depletes immune cells 
potentially important in pathogen immunity, an immense need remains for highly efficacious therapeutics maintaining 
a favorable safety profile. Even amongst the emergence of new therapeutic options for patients with MS, the myelin 
basic protein mimetic, Copaxone (glatiramer acetate, GA), remains the most commonly prescribed drug in the United 
States. As specific B cell depletion appears to be the most effective therapy for MS patients, the goal of this study 
was to further elucidate the mechanism of action of GA on B lymphocytes. Our studies show that GA directly interacts 
with human and murine B cell receptors (BCR) inducing the activation of B lymphocytes and BCR recognition of 
GA is required for efficacy in an animal model of MS. GA loaded B lymphocytes resulted in IL-2 production from 
CD4+ T cells suggesting B lymphocytes serve as an antigen presentation source for GA. In fifty-percent of the MS 
patients tested, GA stimulation reduced baseline levels of the pro-inflammatory cytokines IL-6 and TNFα in purified 
B lymphocytes, while other cytokines were not consistently altered. Taken together, this data suggests that the 
mechanism of action of GA on B lymphocytes includes the presentation of GA to T lymphocytes in the context of an 
anti-inflammatory cytokine milieu. The results from this study provide a strong foundation for future exploration of 
optimal Copaxone responders or synergistic combination therapies with an improved risk: benefit ratio compared to 
currently approved therapeutics for MS.
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Introduction
Multiple Sclerosis (MS) is a chronic inflammatory disorder of the 

central nervous system (CNS) leading to neuronal demyelination and 
axonal loss resulting in cognitive, psychological and physical disabilities. 
Over the past decade, significant advances have been made in treatment 
options for patients. Newer therapies show improved efficacy compared 
to first-generation drugs, however they can be accompanied by serious 
and even fatal side effects [1-3]. Better understanding of the mechanism 
of action of therapeutics may lead to highly efficacious therapies with a 
favorable safety profile. 

The MS-like disease animal model, experimental autoimmune 
encephalomyelitis (EAE), has provided invaluable information about 
the role of encephalitogenic T cells, antigen presentation, demyelination, 
and remyelination [4-7]. Although numerous T cell directed therapies 
significantly reduce disease severity in this model [8,9], T cell depletion 
with anti-CD3 and anti-CD4 monoclonal antibodies failed in clinical 
trials for MS [10,11]. Depletion of peripheral B cells with anti-CD20 
monoclonal antibodies in EAE enhances or inhibits disease severity 
dependent upon the time of dosing and the specific EAE model used. In 
the MOG 35-55 model, B cell depletion prior to disease onset enhances 
disease severity, while therapeutic depletion significantly decreases 
disease severity [12]. In the rMOG 1-125 model, B cell depletion prior 
to disease onset and therapeutic dosing significantly reduces disease 
severity [13]. These data suggest that the role of B cells is dependent on 
the model, the time of dosing, and suggests protective and pathogenic 
functions. Contrary to the murine studies, specific B cell depletion 
with anti-CD20 monoclonal antibodies in humans with MS is the most 
effective treatment to-date [14-24]. These therapeutics, rituximab, 
ofatumumab, and ocrelizumab, remain unapproved and have long-term 
safety concerns. One of the safest therapies for MS patients is Copaxone 

(glatiramer acetate, GA). The mechanism of action of Copaxone has 
been studied extensively and a wide range of activities have been 
reported including CNS protection, as well as immunomodulatory 
effects on T cells, monocytes, dendritic cells, and B cells [25-53]. The 
majority of the published effects of GA focus on its ability to modulate 
T cell responses through innate immune cells. As B cells appear to be 
central to disease pathogenesis in MS, further exploration of the effects 
of GA in B lymphocytes in warranted.

In humans, the only data indicative of a direct effect of Copaxone 
on B lymphocytes is that essentially all patients on Copaxone form 
antibodies to the drug [54-59]. This suggests that Copaxone directly 
interacts with the B cell receptor (BCR) on B lymphocytes. These 
antibodies are non-neutralizing and do not alter the efficacy of the drug. 
As BCR engagement alone is insufficient to induce class-switching to 
other antibody isotypes, the data suggests that either patients have cross-
reactive antibodies prior to Copaxone treatment or the environmental 
milieu in the presence of Copaxone is sufficient to provide the second 
signal required for high-affinity antibody production. The former 
is unlikely as patient samples obtained prior to Copaxone treatment 
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had undetectable levels of antibody to the drug [57,59]. Therefore, it is 
probable that the class-switched Copaxone antibodies observed in MS 
patients result from direct binding to the BCR plus an additional second 
signal acquired in vivo. In mice, it has been shown that B lymphocytes 
transferred from GA treated mice into EAE recipients are sufficient to 
reduce disease severity [33,35]. One study reported that CD19+CD5+ B 
cells transfer the GA effect with an increased percentage of these cells 
expressing anti-inflammatory IL-4 and IL-10. The other study showed 
a reduction in pro-inflammatory cytokine production and an increase 
in anti-inflammatory IL-10 from spleen and lymph node MOG 35-55 
specific T cells after adoptive transfer of CD43-B cells from GA treated 
mice. Although these functional outcomes support a role for B cells in 
GA mediated efficacy, it remains unknown if this is the result of a direct 
or indirect interaction. 

The goal of this study was to further elucidate the effects of 
Copaxone on B lymphocytes. We found that the protective effect of 
GA in EAE is mediated through an interaction with the BCR and likely 
involves multiple mechanisms including antigen presentation and 
cytokine production. GA also bound at least in-part to the BCR on B 
lymphocytes from MS patients. Interestingly, in half of the MS patients, 
GA reduced baseline levels of the pro-inflammatory cytokines IL-6 and 
TNFα. This data, in combination with previous reports showing an 
alteration of the cytokine profiles of GA specific B cells, suggest that the 
mechanism of action of GA on B lymphocytes includes the presentation 
of GA to T lymphocytes, and cytokine production similar to what has 
been reported with other innate immune cells [33,35]. Taken together, 
these data provide a strong foundation for future exploration of optimal 
GA responders or synergistic combination therapies with an improved 
risk: benefit ratio compared to currently approved therapeutics for MS.

Materials and Methods
Mice

All animal studies performed were in accordance with and approved 
by the Institutional Animal Care and Use Committee (IACUC) at 
the University of Colorado Denver. C57Bl/6 animals were purchased 
from Taconic (B6F) or Jackson Labs (000664). The transgenic or 
knock-out mice were purchased from Jackson labs with the following 
catalog information. C57BL/6-Tg(TcraTcrb)1100Mjb/J TCR knock-in 
(003831), C7BL/6-TG(TcraTcrb)425Cbn/J TCR knock-in (004194), 
C7BL/6 129S2-H2 diab1-ea/J MHC class II knock-out (003584), 
C57BL/6 129P2-B2m tm1Unc/J MHC class I knock-out (002087), and 
C57BL/6-Tg(IghelMD4)4Ccg/J MD4 knock-in mice (002595).

Human specimens
All human samples obtained were in accordance with and approved 

by the Colorado Multiple Institutional Review Board (COMIRB). 

Complete medium and conjugation of reagents
Complete medium is composed of RPMI media (Hyclone, 

SH30027.01) containing 10% fetal bovine serum (Hyclone, 
SH30071.03), 5 mL penicillin-streptomycin (Hyclone, SV30010) and 
5 mL non-essential amino acids (Hyclone, SH30238.01). Antigen 
presentation medium is complete medium plus the addition of 
2-Betamercaptoethanol. Pharmaceutical grade glatiramer acetate
or anti-IgM (company) was conjugated to DyLight 488 (Thermo-
Pierce 53024) or biotin (Thermo Pierce, 21425), according to the
manufacturer’s protocols.

GA binding experiments

Spleens from the indicated mice were homogenized, pelleted, red 

cell depleted with ACK lysis buffer (Bio-Whittaker, 10-548-E) and 
suspended in complete media. Splenocytes were plated in 96 well, 
round bottom plates at 200,000 cells per well in 100 µL complete media. 
Each genotype was plated in a separate column. Cells were incubated 
in triplicate for 30 minutes with either 488-conjugated glatiramer 
acetate (1:1000 dilution of 1 mg/ml stock in PBS) (TEVA, 242903212), 
or 488 alone. After incubation, the cells were washed extensively and 
incubated for 30 minutes with the following antibodies specific for 
mouse. V450 conjugated anti-CD4 (1:200) (BD Horizon, 560468), APC 
conjugated anti-CD8 (1:200) (BD Pharmingen, 553035) and PerCP 
CY 5.5 conjugated anti-CD11c (1:200) (BD Pharmingen, 560584), or 
V450 conjugated anti-F4/80 (1:100) (eBiosciences, 48-4801-80), APC 
conjugated anti-NK1.1 (1:200) (BD Pharmingen, 561117) and PerCP 
CY 5.5 conjugated anti-B220/CD45R (1:400) (BD Pharmingen, 561101). 
After the incubation period, the cells were washed extensively and 
fixed for 15 minutes at room temperature using 2% paraformaldehyde 
solution (Macron Chemicals, H121-05). The fixation was washed off 
followed by flow cytometric acquisition and analysis using BD™ LSR 
II Flow Cytometer (BD Biosciences) and BD FACSDiva software (BD 
Biosciences). Data was analyzed using FlowJo (TreeStar Inc.).

GA competition assay: Purified B lymphocytes from wild-type 
mice were incubated with 10 µg/ml of fluorchrome labeled GA for 
30 minutes or incubated with unlabeled GA for 30 minutes, washed 
and incubated with labeled GA for 30 minutes. The cells were washed 
extensively and fixed in 2% paraformaldehyde solution (Macron 
Chemicals, H121-05). The percent of GAhi B cells was determined 
by flow cytometric acquisition and analysis using BD™ LSR II Flow 
Cytometer (BD Biosciences) and FlowJo (TreeStar Inc.).

Ex vivo GA binding post GA treatment: Wild-type C57Bl/6 
mice (three mice per treatment group) were treated daily with 100 µL 
injections of 200 µg/mL glatiramer acetate (TEVA Neuroscience, NDC 
68546-317-30) in PBS (Corning Cellgro, 21-030-CV) or PBS alone s.c. 
The spleens were removed and processed into single cell suspensions 
as described above. Cells were plated in a 96 well, round bottom plate 
at 250,000 cells per well in 100 µL complete medium. Cells were then 
incubated in duplicate with 488-conjugated glatiramer acetate (1:1000 
dilution of 1 mg/ml stock in PBS) (Thermo-Pierce 53024), or the 488 
fluorochrome alone in the dark for 30 minutes at room temperature. The 
cells were washed extensively and incubated with two individual stain 
mixes for 30 minutes at room temperature of either APC conjugated 
anti-mouse NK 1.1 (1:200) (BD Pharmingen, 561101), PerCP CY 5.5 
conjugated anti-mouse CD11c (1:200) (BD Pharmingen, 560584) and 
V450 conjugated anti-mouse F4/80 (1:100) (eBiosciences, 48-4801-
80), or APC conjugated anti-mouse CD8 (1:200) (BD Pharmingen, 
553035), V450 conjugated anti-mouse CD4 (1:200) (BD Horizon, 
560468) and PerCP CY 5.5 conjugated anti-mouse B220/CD45R 
(1:400) (BD Pharmingen, 561101). Cells were then washed and fixed 
for 15 minutes at room temperature in a 2% paraformaldehyde solution 
(Macron Chemicals, H121-05). Cells were then washed and suspended 
in PBS. The data was acquired by flow cytometry using BD™ LSR II 
Flow Cytometer (BD Biosciences) and BD FACSDiva software (BD 
Biosciences). Data was analyzed using FlowJo (TreeStar Inc.).

Intracellular and extracellular GA binding: Spleens were removed 
from the indicated mice and processed into single cell suspensions as 
described above. B cells were isolated using the Miltenyi CD43- B cell 
isolation kit (Miltenyi Biotec, 130-095-813). Cells were plated in a 96 
well round bottom plate at 500,000 cells per well in 100 µL complete 
medium. Cells were incubated with biotin conjugated glatiramer acetate 
(1:500 dilution of 1 mg/ml stock) or 10 µg/ml anti-IgM (Southern 
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Biotech, 1023-01) for the indicated time-points and resuspended in 
100 µL of 488 conjugated streptavidin (Life Technologies, S11223) 
at a 1:500 dilution in PBS (Corning Cellgro, 21-030-CV) containing 
0.5% fetal bovine serum for 30 minutes at room temperature. The cells 
were fixed in 100 µL 2% paraformaldehyde solution for 10 minutes at 
room temperature. After centrifugation, the cells were then washed in 
saponin cell permeabilization buffer (eBiosciences, 00-8333-56). The 
cells were then suspended in a solution of APC-conjugated streptavidin 
(BD Pharmingen, 554067) in saponin cell permeabilization buffer 
(eBiosciences, 00-8333-56). The cells were incubated in the dark for 
30 minutes at room temperature followed by extensive washing and 
fixed again in 2% paraformaldehyde solution for 10 minutes at room 
temperature. The cells were again washed extensively and resuspended 
in PBS + 0.5% FBS. Data was acquired by flow cytometry using BD™ 
LSR II Flow Cytometer (BD Biosciences) and BD FACSDiva software 
(BD Biosciences). Data was analyzed using FlowJo (TreeStar Inc.).

GA presentation by B cells to T cells

Spleens were removed from two wild-type C57BL/6 mice and 
processed as described above to obtain a single cell suspension. B 
cells were isolated using Miltenyi CD43- B cell isolation kit (Miltenyi 
Biotec, 130-095-813). Purified B cells were incubated with the indicated 
antigen for 18-20 hours in antigen presentation media, washed and 
incubated with freshly isolated splenic CD4+ T cells obtained from an 
additional wild-type mouse using the Miltenyi CD4+ T cell isolation 
kit II (Miltenyi Biotec, cat #) in a 2:1 ratio of 400,000 B cells to 200,000 
CD4+ T cells per condition in antigen presentation media. Cells were 
then incubated for 48 hours at 37°C with 5% CO2. At the 48-hour time 
point, the plate was centrifuged at 300×g for 5 minutes and 100 µL 
of supernatant was transferred to a 96 well, round bottom plate and 
frozen at -20°C. Supernatants were later thawed and analyzed for IL-2 
expression with Meso Scale Discovery Cytokine Panel 6 MULTI-SPOT® 
96 well plate (Meso Scale Discovery, K152AHB-2).

Intracellular phosphotyrosine staining and upregulation of 
activation markers on B cells 

Intracellular phosphotyrosine staining: B cells were purified from 
C57Bl/6 splenocytes according to the manufacturers protocol (Miltenyi 
Biotec, 130-095-813). B Cells were plated in two 96 well, round bottom 
plates at 200,000 cells per well in 100 µL complete medium. Cells were 
then incubated with glatiramer acetate (1:1000 concentration) (TEVA, 
242903212) conjugated to a 488 fluorochrome (Thermo-Pierce, 53024), 
anti-mouse IgM at 10 µg/mL (Southern Biotech, 1023-01) or PBS in 
duplicate for 1, 5, and 10 minutes. At the end of the indicated time 
period, cells were immediately fixed in 2% paraformaldehyde for 10 
minutes at room temperature, followed by washing and intracellular 
staining with an anti-phosphotyrosine antibody (Millipore, 16-103). 
Flow cytometric data was acquired using BD™ LSR II Flow Cytometer 
(BD Biosciences) and BD FACSDiva software (BD Biosciences). Data 
was analyzed using FlowJo (TreeStar Inc.).

Upregulation of activation markers: B cells were purified from 
C57Bl/6 splenocytes according to the manufacturers protocol (Miltenyi 
Biotec, 130-095-813). B Cells were plated in two 96 well, round bottom 
plates at 200,000 cells per well in 100 µL complete medium. Cells were 
then incubated with glatiramer acetate (1:1000 concentration) (TEVA, 
242903212) conjugated to a 488 fluorochrome (Thermo-Pierce, 53024), 
anti-mouse IgM at 10 µg/mL (Southern Biotech, 1023-01) or PBS in 
duplicate for 24 or 48 hours at 37°C and 5% CO2. After 24 hours, the 
cells in one of the plates were incubated with PerCP CY 5.5 conjugated 
anti-mouse CD69 (at 1:200) (BD Pharmingen, 561931) and APC 

conjugated anti-mouse B220/CD45R (at 1:400) (BD Pharmingen, 
561880). Antibodies were incubated in the dark for 40 minutes at 
room temperature washed and fixed in 2% paraformaldehyde solution 
(Macron Chemicals, H121-05) for 10 minutes. After 48 hours, the cells 
in the other plate were incubated with V450 conjugated anti-mouse 
MHC class II (eBiosciences, 48-5320-80), PE conjugated anti-mouse 
CD86 (eBiosciences, 12-0862-82) and APC conjugated anti-mouse 
B220/CD45R (at 1:400). Flow cytometric data was acquired using BD™ 
LSR II Flow Cytometer (BD Biosciences) and BD FACSDiva software 
(BD Biosciences). Data was analyzed using FlowJo (TreeStar Inc.).

Experimental autoimmune encephalomyelitis 

EAE induction and scoring: Mice were anesthetized via CO2 
narcosis and administered two 100 µL subcutaneous injections, 
one at the neck and one at the base of the tail, of 2 mg/mL myelin-
oligodendrocyte glycoprotein 35-55 emulsified in Complete Freund’s 
Adjuvant from an EAE induction kit (Hooke Labs, EK-0114) EAE 
mice were also injected i.p. with 100 µL 375 ng/mL pertussis toxin, 
also included in the induction kit. A second i.p dose of 100 µL 375 ng/
mL pertussis toxin was administered to the animals 18-20 hours post 
the first dose. On day 2, post EAE induction, mice were inspected and 
scored according to a numerical range from 0-5. Mice were then scored 
every other day until the completion of the study. The scoring range for 
EAE ranges from 0, no impairment, to 5, complete paralysis/moribund. 
The scoring system used is as follows, 0.5=lack of tail tone, 1=complete 
loss of tail tone, 1.5=complete loss of tail tone and hind limb weakness, 
2=complete loss of tail tone and hind limb weakness, 2.5=complete 
loss of tail tone and either incomplete paralysis of both hind limbs or 
complete paralysis of one hind limb, 3=complete hind limb paralysis, 
3.5=complete hind limb paralysis and impairment in one forelimb, 
4=complete hind limb paralysis and impairment in both forelimbs or 
partial paralysis in one fore limb, 4.5=complete hind limb paralysis and 
paralysis in one forelimb, 5=complete hind and front limb paralysis, 
or moribund. Animals are routinely euthanized if a lesion from the 
immunization begins to bore or if the animals reach score between 4 
and 4.5. It is very rare that the disease is this severe and this was not 
observed in our studies. After a score of 2 is seen in any group of mice a 
gelatinous food source is placed on the bottom of the cage and animals 
are monitored for full bladders. Any animal with a full bladder has it 
expressed manually. 

In vivo GA treatment and cellular transfers: Three wild-type 
C57BL/6, BCR-HEL tg or MHC Class I deficient mice were treated 
for 14 days with daily subcutaneous injections of 100 µL 2 mg/mL 
glatiramer acetate (TEVA, 242903212) diluted in PBS (Corning Cellgro, 
21-030-CV) or a control of 100 µL PBS. Spleens and lymph nodes were 
removed from the treated animals and CD43-B cells (Miltenyi Biotec, 
130-049-801) or CD4+ T cells (Miltenyi Biotec, 130-095-458) were 
isolated by negative selection. These cells (5×106 purified B or T cells/
mouse) were harvested and injected into EAE recipients on the day of 
EAE induction. Animals that did not receive the transferred cells were 
treated s.c. daily with 100 µl of 2 mg/ml GA in PBS, or PBS alone. 

Organ harvest and processing: Upon completion of the study, 
mice were anesthetized using isofluorane (Piramal Healthcare, 66794-
013-25) and perfused with 0.1 M phosphate buffered saline for five 
minutes or until the blood visibly cleared from the liver. The brain, 
spinal cord, spleen and both inguinal lymph nodes were removed 
and placed into complete media and homogenized using a dounce 
homogenizer. Mononuclear cells were isolated from the brain and 
spinal cord using a Percoll gradient (Sigma-Aldrich, P4937) gradient. 
Cells were then plated in a 96 well round bottom plate at 200,000 
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cells per well in 100 µL RPMI medium solution. Each tissue type was 
plated in two columns and stained with one of two antibody mixes. 
All wells were first incubated with glatiramer acetate conjugated to 
a 488 fluorochrome (Thermo-Pierce, 53024), at a concentration of 
1:1000. Glatiramer acetate-488 was incubated for 30 minutes at room 
temperature, in the dark. The plate was then centrifuged at 300×g for 
minutes and the supernatant was removed. Cells were then labeled with 
either APC conjugated anti-mouse NK 1.1 (1:200) (BD Pharmingen, 
561101), PerCP CY 5.5 conjugated anti-mouse CD11c (1:200) (BD 
Pharmingen, 560584) and V450 conjugated anti-mouse F4/80 (1:100) 
(eBiosciences, 48-4801-80), APC conjugated anti-mouse CD8 (1:200) 
(BD Pharmingen, 553035), V450 conjugated anti-mouse CD4 (1:200) 
(BD Horizon, 560468) and PerCP CY 5.5 conjugated anti-mouse B220/
CD45R (1:400) (BD Pharmingen, 561101). Antibodies were incubated 
for 30 minutes at room temperature, in the dark and then centrifuged to 
remove supernatants. Cells were then fixed in a 2% paraformaldehyde 
solution (Macron Chemicals, H121-05). Cells were analyzed via flow 
cytometry using BD™ LSR II Flow Cytometer (BD Biosciences) and BD 
FACSDiva software (BD Biosciences). Data was analyzed using FlowJo 
(TreeStar Inc.).

Human GA experiments 

Blood was obtained from treatment naïve MS patients using BD 
Vacutainer Cell Preparation Tubes with 1 mL 0.1 M Sodium Citrate 
solution (BD Biosciences, 362761). The blood was separated into plasma 
and peripheral blood mononuclear cells via centrifugation at 1500×g for 
twenty minutes with no brake. Cells were removed from gradient layer 
and washed three times with 20 mL PBS (Corning Cellgro, 21-030-
CV). Cell suspensions were centrifuged at 300×g for 5 minutes during 
washes. Cells were suspended in RPMI medium (Hyclone, SH30027.01) 
containing 15% fetal bovine serum (FBS) (Hyclone, SH30071.03), 10% 
dimethyl sulfoxide (Fischer Bioreagents, BP231-1) and 5 mL penicillin-
streptomycin (Hyclone, SV30010). Cells were stored at -80°C until 
enough samples were processed to run the experiment. Once all ten 
donors had been processed, three 1 mL aliquots of cells from each 
donor were thawed at room temperature and diluted in RPMI medium 
containing 10% fetal bovine serum, 5 mL penicillin-streptomycin and 
5 mL non-essential amino acids (Hyclone, SH30238.01) at a ratio of 1:5 
for a total volume of 25 ml. The cells were then centrifuged at 300×g 
for 5 minutes. Supernatant was removed and the cells were suspended 
in 550 µL DPBS containing 0.5% fetal bovine serum. Cells were then 
plated on a 96 well, round bottom plate at 100 µL per well, 5 wells 
per column. In the first round of staining, glatiramer acetate (TEVA, 
242903212) conjugated to a 488 fluorochrome (Thermo-Pierce 53024), 
at a concentration of 1:1000, was added to two testing rows. A solution 
of the 488 fluorochrome alone in PBS, at a concentration of 1:1000, 
was added to the other two testing rows. Antibodies were incubated 
in the dark for 60 minutes at 37°C. The plate was then centrifuged at 
300×g for 5 minutes and the supernatant was removed. In the second 
round of staining, two antibody mixes, diluted in DPBS-FBS solution, 
were made to stain for cell surface markers. Cells were resuspended 
with either V450 conjugated anti-human CD3 (1 µL per well) (BD 
Horizon, 560366), APC conjugated anti-human CD19 (2.5 µL per 
well) (product ID) and PerCP CY 5.5 anti-human CD20 (5 µL per 
well) (Becton-Dickinson, 340955), or PE conjugated anti-human CD56 
(2.5 µL per well) (BD Pharmingen, 561903) and APC conjugated anti-
human CD14 (2.5 µL per well) (BD Pharmingen, 561708). Cells were 
resuspended in 100 µL antibody mixes and incubated in the dark for 
60 minutes at room temperature. Cells were then centrifuged at 300×g 
for 5 minutes and supernatants were removed. Cells were then fixed in 
a 2% paraformaldehyde solution (Macron Chemicals, H121-05) Data 

was acquired via flow cytometry using BD™ LSR II Flow Cytometer 
(BD Biosciences) and BD FACSDiva software (BD Biosciences). Data 
was analyzed using FlowJo (TreeStar Inc.).

Competition assay: Blood was obtained from three treatment naïve 
MS donors using BD Vacutainer Cell Preparation Tubes with 1 mL 0.1 
M Sodium Citrate solution (BD Biosciences, 362761) and processed 
into PBMC’s following the manufacturer’s protocol. B cells were 
purified using Miltenyi B cell Isolation kit II (Miltenyi Biotec, 130-091-
151) according to the manufacturer’s protocol. B cells were plated in a
96 well, round bottom plate at 100,000 cells per well in 100 µL DPBS-
FBS solution. Glatiramer acetate (TEVA, 242903212) conjugated to a
488 fluorochrome (Thermo-Pierce 53024), at a concentration of 1:1000, 
or V450 conjugated anti-human IgG (BD Pharmingen, 555785), at a
concentration of 20 µg/mL, was incubated with the cells for 30 minutes 
at room temperature. The cells were then washed and the reciprocal
was added to the B cells for 30 minutes at room temperature. Cells were 
then fixed in a 2% paraformaldehyde solution (Macron Chemicals,
H121-05). Data was acquired via flow cytometry using BD™ LSR II
Flow Cytometer (BD Biosciences) and BD FACSDiva software (BD
Biosciences). Data was analyzed using FlowJo (TreeStar Inc.).

GA stimulated cytokine production from B cells: Blood was 
obtained from six MS patients using BD Vacutainer Cell Preparation 
Tubes with 1 mL 0.1 M Sodium Citrate solution (BD Biosciences, 
362761) and processed into PBMC’s according to the manufacturer’s 
protocol. B cells were then purified by negative cell selection using 
Miltenyi B cell Isolation kit II (Miltenyi Biotec, 130-091-151). Isolated 
B cells were then plated in a 96 well, round bottom plate between at 
100,000 cells per well in 200 µL medium. The positive control was B cells 
were incubated glatiramer acetate at a 1:1000 dilution of 1 mg/ml stock 
(TEVA, 242903212), glatiramer acetate at a 1:1000 dilution of 1 mg/ml 
stock and anti-human CD40 at 0.25 µg/mL or anti-human IgM at 20 
µg/mL (Southern Biotech, 2022-08) and anti-human CD40 at 0.25µg/
mL (eBiosciences, 14-0409-82). The final well was left unstimulated. 
Cells were placed in an incubator for 72 hours at 37 degrees and 5% 
CO2. Every 24 hours, cells 65 µL of supernatant was removed, placed 
in a 96 well plate and frozen at -20°C. After all three time points were 
collected, supernatants were thawed and analyzed with Meso Scale 
Discovery human proinflammatory-7 MULTI-SPOT® 96 well (Meso 
Scale Discovery, N75008A-1) and Cytokine panel 4 MULTI-SPOT® 96 
well (Meso Scale Discovery, N45018A-1) plates.

Results
GA binds to the B cell receptor, and in vivo administration of 
GA in a non-inflammatory environment does not expand GA 
specific B lymphocytes

Recognition of GA by B lymphocytes could occur through the 
B cell receptor (BCR), other cell surface molecules such as major 
histocompatibility complex (MHC), or by other specific or non-
specific mechanisms. To evaluate if GA binds to the BCR or MHCon 
B cells, fluorochrome conjugated GA was incubated with purified B 
lymphocytes from wild-type mice, MHC class I or Class II deficient 
mice, or mice with a BCR transgene specific for hen egg lysozyme 
(BCR-HEL tg). B lymphocytes from mice with a CD4 or CD8 TCR 
transgene specific for ovalbumin (OVA) were used as controls. A small 
proportion of GA negative cells was observed as well as two distinct 
GA positive B cell populations, termed GAhi and GAlo (Figures 1A and 
1B). Seventy to ninety percent of the GAhi population was abrogated 
on B lymphocytes obtained from BCR-HEL tg animals, suggesting that 
most of the observed GA positivity was due to a specific interaction 
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Figure 1: GA binds to the B cell receptor, and in vivo administration of GA in a non-inflammatory environment does not expand GA specific B lymphocytes. 
Single cell suspensions of splenocytes from the indicated mice were incubated with 488 conjugated GA and stained with antibodies specific for T cells, B cells, 
macrophages, and NK cells. The percent of GA+ immune cell populations was determined by flow cytometric acquisition and analysis. Shown is the data 
generated for B lymphocytes. (A) GA non-specifically associates with B cells as shown by the GAlo gated population and specifically binds to the B cell receptor 
as shown by reduced binding in the GAhi population on BCR-HEL tg B lymphocytes. Black lines represent the staining profile of 488 alone, while the red lines 
represent the staining profile with 488-GA. Data is representative of three individual experiments. (B) The reduction in the GAhi population on B lymphocytes 
from BCR-HEL tg animals is statistically significant. The reduction in the proportion of GAhi B cells from MHC Class I KO animals and the increased proportion 
of GAhi B cells from MHC Class II KO animals was not statistically significant. The graph shows the average proportion of GAhi B cells ± SD from three separate 
experiments. Statistical analysis was performed using Kruskal-Wallis with Dunnett post-test. (C) The proportion of GAlo B lymphocytes is not statistically different 
in all mouse strains tested. The graph shows the average proportion GAlo B cells ± SD from three separate experiments. Statistical analysis was performed using 
Kruskal-Wallis with Dunnett post-test. (D) Splenic B cells from wild-type mice were either incubated with labeled GA (L-GA), or unlabeled GA (U-GA) followed 
by labeled GA. Shown is the percent of B cells GAhi. (E) In vivo administration of GA does not expand GA+ B lymphocytes in wild-type mice. The graph shows the 
average proportion of GAhi B lymphocytes ± SD from three mice per group. Data is representative of three experiments. Statistical analysis was performed using 
Kruskal-Wallis with Dunnett post-test.
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between GA and the BCR. The remaining GAhi B cells appears to 
represent an interaction between GA and MHC Class I, as B cells 
obtained from Class I deficient mice consistently bound 10-30% less 
GA than wild-type mice, however this reduction was not statistically 
significant. B lymphocytes deficient in MHC Class II appeared to have 
a consistent but insignificant increase in the GAhi population. This may 

be due to the reported increased expression of BCR’s on MHC Class II 
deficient B lymphocytes (reference). Therefore, it is also possible that 
GA binds to MHC Class II, however this data may have been masked 
due to the increased expression of BCR’s bound to GA. It is important 
to note that GA also bound to a small percentage of monocytes (5-
15%) and CD4+ T cells (3-10%) but very few, if any, CD8+ T cells or 
natural killer cells (data not shown). This binding data supports others 
work showing effects of GA on various immune cell populations 
[25,27,28,31,36,37,39]. An interesting finding is that a shift in the 
negative population not observed with the fluorochrome alone, termed 
GAlo, was observed when B lymphocytes were incubated with GA 
(Figures 1A and 1C). The proportion of GAlo B lymphocytes was not 
altered in any of the mouse strains tested, suggesting that this is either 
an artifact of the assay conditions, a large proportion of B lymphocytes 
may bind GA non-specifically, or it is internalized by active or passive 
mechanisms. This same phenomenon was also observed in human B 
cells (Figures 6A and 6B) and the significance of this low level of GA 
positivity remains unknown. The maximum percentage of GA+ B cells 
occurred at a concentration of 10 µg/ml of GA. To determine if this 
amount of drug saturates the BCR, a competition assay was performed. 
B lymphocytes from wild-type animals were incubated with 10 µg/ml 
of unlabeled GA, followed by incubation with10 µg/ml of labeled GA. 
There was approximately 40% less GA+ B cells, when pre-incubated 
with unlabeled GA. This suggests that although the maximum amount 
of GA+ B cells was achieved at this concentration, it is not sufficient to 
saturate all BCR’s (Figure 1D). As the B lymphocytes that bound high 
levels of GA mostly occurred through the BCR, we hypothesized that 
in vivo administration of GA may expand GA specific B lymphocytes. 
Wild-type animals were administered 200 µg GA s.c. for 14 days and 
the percent of GAhi splenic B lymphocytes was determined by flow 
cytometric acquisition and analysis. In vivo administration of GA 
did not increase the proportion of GA specific splenic B lymphocytes 
(Figure 1E). As GA is derived from myelin amino acids, it is possible 
that in a non-inflammatory environment, GA specific B lymphocytes 
traffic to or expand in the brain or spinal cord. In non-diseased animals 
no change was observed in the percent of GA specific cells in the brain 
or spinal cord in GA treated mice compared to animals that received 
PBS (Figure 5B).

GA is internalized and presented on MHC Class II molecules 
to CD4+ T lymphocytes

Antigen presentation (APC) by B lymphocytes requires the ability of 
the cells to uptake extracellular antigens through cell surface molecules 
or phagocytic mechanisms. The antigens are internally processed and 
presented on MHC Class II molecules to CD4+ T lymphocytes. Since 
the majority of specific GA binding was to the BCR, we hypothesized 
that GA may be internalized, processed and presented on MHC Class 
II to CD4+ T cells. Initially, this series of experiments was attempted 
in the presence of internalization and recycling inhibitors including 
Latrunculin-B, Nystatin, Chlorpromazine, Methyl-β-cyclodextrin and 
genistein. At doses that did not induce cell death, these inhibitors only 
worked partially, even on the positive control IgM, making analysis of 
the data difficult. As an alternative, the kinetics and internalization of 
GA was evaluated by incubating biotinylated GA with purified splenic 
B cells for the indicated time-points. At the end of the incubation 
period, cells were stained extracellularly with avidin-488, fixed, and 
stained intracellularly with avidin-APC. Therefore, the intensity of 488 
represented extracellular GA, while the intensity of APC represented 
intracellular GA. Biotinylated anti-IgM was used as a positive control, 
as it is actively internalized through the BCR (Figure 2A top panel). GA 
rapidly bound to the extracellular surface of B cells, reaching its peak 
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Figure 2: GA is internalized and presented on MHC Class II molecules to 
CD4+ T lymphocytes. Purified splenic B lymphocytes were incubated with anti-
IgM-biotin or GA-biotin for the indicated time points, fixed and stained with 
streptavidin-488 for detection of extracellular IgM or GA followed by fixation 
and extensive washing. The cells were permeabilized and intracellular IgM 
or GA was detected using streptavidin-APC. (A) Top panel: Anti-IgM induces 
the internalization of surface IgM. Shown is the fold increase in extracellular 
and intracellular geometric mean fluorescent intensity (gMFI) of IgM on wild-
type C57Bl/6 splenic B lymphocytes compared to streptavidin conjugates 
alone. Extracellular and intracellular IgM was used as a positive control for the 
assay. Bottom panel: GA is internalized and recycled back to the surface of B 
lymphocytes. Shown is the fold increase in extracellular and intracellular gMFI 
of GAhi B lymphocytes from wild-type C57Bl/6 mice compared to streptavidin 
conjugates alone. (B) Top panel: GA is not recycled back to the surface of 
B lymphocytes in MHC Class II deficient B lymphocytes. Shown is the fold 
increase in extracellular gMFI of GAhi B lymphocytes from wild-type C57Bl/6, 
BCR-HEL tg, or MHC Class II KO animals at the indicated time-points. Bottom 
panel: Intracellular GA accumulates in MHC Class II deficient B lymphocytes. 
Shown is the fold increase in intracellular gMFI of GAhi B lymphocytes from wild-
type, BCR-HEL tg, or MHC Class II KO animals at the indicated time-points. 
(C) GA is processed and presented by MHC Class II to CD4+ T lymphocytes. 
Purified B lymphocytes from the indicated mouse strains were incubated with 
wild-type T cells in the presence or absence of GA, or ovalbumin as a positive 
control. Culture supernatants were harvested at multiple time-points post 
incubation and IL-2 was measured using the Mesoscale discovery platform. 
Shown is IL-2 production 72 hours post addition of the stimulus. Statistical 
analysis was performed using a one-way ANOVA with Bonferroni post-test. 
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at one-hour post incubation, at which point intracellular GA increased 
and extracellular GA decreased. At 18 hours post incubation, an increase 
in extracellular GA was detected suggesting that the drug had been 
internalized and recycled back to the surface of B lymphocytes (Figure 
2A bottom panel). To determine if GA bound to the BCR externally, 
and was recycled back to the surface of B lymphocytes through MHC 
Class II, the same binding study was performed with B lymphocytes 
from BCR-HEL tg mice and MHC Class II deficient mice. As expected, 
there was a significant reduction in the detection of extracellular GA on 
B lymphocytes from BCR-HEL tg mice, while there was a noticeable but 
insignificant increase in extracellular binding to MHC Class II deficient 
B lymphocytes at baseline (Figure 2B top panel). Extracellular GA on 
MHC Class II deficient B lymphocytes was internalized as shown by 
the decrease in extracellular GA (Figure 2B top panel) and an increase 
in intracellular GA (Figure 2B bottom panel), however it failed to be 

recycled back to the surface of the cells, suggesting that the increase in 
extracellular GA observed 18 hours post GA incubation was GA in the 
context of MHC Class II (Figure 2B bottom panel). The ability of GA to 
bind to the BCR, undergo processing and be presented by MHC Class 
II on B lymphocytes suggests that B lymphocytes serve as a professional 
APC source for GA. To evaluate if B lymphocytes are competent APC’s 
for GA, isolated splenic B lymphocytes were incubated with GA for 
24 hours, washed and co-cultured with purified splenic CD4+ T cells. 
Ovalbumin was used as a positive control for the assay. B lymphocytes 
presenting GA induced CD4+ T cell activation as shown by IL-2 
production in WT, but not in Class II deficient animals (Figure 2C). 
However, CD4+ T cell activation was not completely abrogated with 
BCR-HEL tg B lymphocytes suggesting that there are alternative modes 
of GA internalization in addition to the BCR, or alternatively, since the 
BCR in these mice is a transgene, it is possible that GA binds to a very 
small percentage of BCR’s that are not HEL specific.

GA induces signaling on B cells, upregulates early activation 
markers, but fails to induce expression of late activation 
markers

To further explore the direct effects of GA on B lymphocytes, the 
ability of GA to upregulate activation markersCD69, CD86 and MHC 
Class II, induce intracellular Ca2+ release and phosphorylation of 
tyrosine’s (pTyr), all indicative of a fully activated B cell was evaluated. 
Initiating the cascade of B cell activation includes the phosphorylation of 
tyrosine residues (pTyr) resulting in intracellular Ca2+ release. Initially, 
western blot analysis was used to detect changes in the banding pattern 
or induction of pTyr, however since only 5-17% of B lymphocytes 
bind GA, density analysis of the pTyr bands failed to produce robust 
results. Therefore, flow cytometric analysis of intracellular staining of 
pTyr on gated GA+ and GA- splenic B lymphocytes was utilized. The 
disadvantage to this approach is that it does not distinguish the banding 
pattern of pTyr induced by GA, which may be different than anti-IgM 
induced BCR cross-linking. Increased pTyr induced by anti-IgM was 
used as a positive control for the assay (Figure 3A left panel). GA 
induced the upregulation of pTyr at 1 minute and 5 minutes post GA 
incubation on GA+ gated cells, but not on GA- gated cells (Figure 3A 
right panel). The magnitude of this response was diminished compared 
to anti-IgM stimulation, suggesting that BCR specific effects of GA 
result in reduced signal strength as compared to cross-linking of the 
BCR with a high affinity monoclonal antibody (Figure 3A left panel). 
Consistent with B cell activation, an increase in intracellular Ca2+ was 
also observed in GA+ but not GA- B lymphocytes (data not shown).

Activated B lymphocytes reach peak induced expression of CD69 
(an early activation marker) 24 hours post activation. In preparation 
for CD4+ T cell activation, MHC Class II and CD86 (later activation 
markers) expression on B lymphocytes peaks 48 hours post activation. 
Anti-IgM stimulation alone is capable of upregulating the early 
activation marker CD69, and the later markers CD86 and MHC 
Class II. However, this induced expression is shorter in duration and 
decreased in magnitude when co-stimulation, such as CD40 ligation, 
is absent. The goal of this experiment was to determine the effects of 
GA alone on expression of these markers; therefore GA stimulation 
was compared directly to anti-IgM stimulation in the absence of co-
stimulatory signaling. GA induced the expression of the early activation 
marker CD69, but failed to upregulate surface expression of MHC 
Class II and CD86 (Figures 3B and 3C). This could be due to the rapid 
internalization of GA, thus limiting the signal duration, or alternatively 
GA has reduced signal strength as compared to the anti-IgM antibody. 
Additionally, pre-incubation with GA inhibited the ability of anti-IgM 
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Figure 3: GA induces signaling on B cells, upregulates early activation 
markers, but fails to induce expression of late activation markers. (A) GA 
induces the phosphorylation of tyrosines in wild-type B lymphocytes. Purified B 
lymphocytes were incubated with anti-IgM-488 or GA-488 for the indicated time 
points, immediately fixed and stained for intracellular pTyr. Shown is the flow 
cytometric analysis of intracellular pTyr on IgM or GA positive B lymphocytes 
at the indicated time points. (B) GA upregulates CD69, but not CD86 or MHC 
Class II and blocks anti-IgM induced upregulation of CD86 and MHC Class II 
on GA positive cells. Purified wild-type B lymphocytes were incubated with GA 
for 1 hour followed by anti-IgM stimulation for 24 hours (CD69) or 48 hours 
(CD86 and MHC Class II). Shown is flow cytometric analysis of expression 
levels of the indicated activation marker on gated GA negative or GA positive 
populations. The black line represents cells that were not stimulated with anti-
IgM, while the red line represents cells that were stimulated with anti-IgM. (C) 
Graphical representation of the average ± SD gMFI of CD69, CD86 and MHC 
Class II from the indicated conditions. Data is representative of three individual 
experiments with similar results. Statistical analysis was performed using a 
one-way ANOVA with a Bonferroni post-test. 
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to induce the upregulation of CD86 and MHC Class II on GA+ but 
not GA- B lymphocytes, suggesting that GA blocks the binding of anti-
IgM (Figure 3C). Although GA does not induce the upregulation of 
molecules synonymous with APC function, this did not hinder the 
ability of B cells to activate GA specific CD4+ T lymphocytes, suggesting 
that sufficient quantities of these molecules were present (Figure 2C). 

B lymphocytes maintain the efficacy observed with GA 
treatment in EAE and BCR recognition of GA is required

The protective effects of GA in EAE have been reported to occur 
through regulatory CD4+ T cells, monocytes, B cells, and other cells. 
The goal of this experiment was to determine the potency of the few 
cells mediating GA’s efficacy by transferring the entire population of 
the immune cell of interest into MOG 35-55 immunized EAE mice. 
Initially, two separate populations of B cells were transferred using 
pan B cells or CD43- B cells. B cells isolated using the pan B cell kit 
dramatically enhanced disease severity and the transfer of these cells 
from GA treated mice did not reduce disease severity suggesting that 
highly pathogenic B cells reside within this B cell population and are 
unaffected by GA treatment (supplementary Figure 2). To evaluate the 
potency of lymphocytes capable of mediating the protective effect of 
GA treatment, wild-type mice were treated for two-weeks with 200 µg 
GA s.c., and total draining lymph node CD4+ T cells or total splenic 
CD43- B cells were isolated by negative selection from GA or PBS 
treated animals. Purified CD4+ T cells or CD43- B cells (5×106 cells of 
each population) were transferred i.p. into EAE recipients on the day of 
MOG 35-55 immunization (Figures 4A and 4B). Sufficient quantities 
of blood monocytes were unable to be obtained from peripheral blood 
to perform a head-to-head analysis of efficacy. Other groups using 
monocytes expand these cells in vitro prior to transfer, which we chose 
not to do for our global T cell and B cell transfers, as this would hinder 
our ability to properly compare groups. Given the data generated on 
GA effects on B lymphocytes, it is possible that monocytes may also 
contribute to efficacy by a similar mechanism. Prior to day 21 post EAE 
induction, both CD43- B and CD4+ T lymphocytes transferred from GA 
treated mice significantly reduced the maximum clinical score by 36% 
and 29% respectively, comparable to the GA treated group with a 29% 
reduction (Figure 4C). However the CD4+ T cell mediated decrease in 
the maximum clinical score was abolished 21 days post EAE induction 
(Figure 4D). The maximum clinical score obtained post day 21 of GA 
treated EAE animals was reduced by 38%, while recipients that received 
B lymphocytes transferred from GA treated mice was reduced by 36% 
compared to EAE control animals, both of which were statistically 
significant (Figure 4B right panel). The average day of disease onset 
was significantly later in recipient mice receiving B lymphocytes from 
GA treated animals compared to controls (supplementary Figure 1). 
As most of the GA positivity observed in the GAhi population was a 
reflection of an interaction between GA and the BCR (Figure 1), we 
hypothesized that this interaction is required for the observed efficacy. 
To determine if BCR recognition of GA is required for efficacy, CD43- B 
cells were transferred from wild-type, MHC Class I KO or BCR-HEL tg 
mice that had been treated with 200 µg s.c. of GA for two weeks to EAE 
recipients on the day of disease induction (Figure 4E). EAE recipients 
who received B cells from BCR-HEL tg animals had a non-significant 
reduction in the maximum clinical score (10%), compared to recipients 
who received B cells from GA treated wild-type donors (30%) or GA 
treated MHC Class I deficient donors (26%) (Figure 4F). Although 
a small proportion of GAhi B lymphocytes represents GA binding to 
MHC Class I, B cells from GA treated MHC Class I deficient donors 
transferred to EAE recipients did not significantly enhance disease 
severity (Figure 4F). This data suggests that the major mechanism of GA 
induced B cell mediated efficacy occurs through a specific interaction 
between GA and the BCR.

B cell mediated efficacy in the EAE model is associated with a 
decrease in GA+ cells in the brain

As the transfer of B lymphocytes from GA treated donors into 
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Figure 4: B lymphocytes maintain the efficacy observed with GA treatment 
in EAE and BCR recognition of GA is required. Wild-type C57Bl/6 mice were 
treated with 200 µg GA or PBS s.c. for 14 days. Spleen and draining lymph 
nodes were removed and CD43- B cells or CD4+ T cells were purified by 
negative selection and transferred i.p. to wild-type C57Bl/6 mice on the day of 
EAE induction. The control EAE mice were injected with PBS daily, while the 
GA treated mice received 200 µg s.c. daily. Animals were given a score based 
on motor function as described in the materials and methods every other day. 
(A and B) The transfer of both CD43- B lymphocytes and CD4+ T lymphocytes 
from GA treated animals is initially equally efficacious in the EAE model. 
However, animals that received CD4+ T lymphocytes lose this benefit 21 days 
post disease induction. Shown is the clinical score based on motor function for 
the indicated mice. (B) The maximum clinical score achieved for the indicated 
group of mice prior to day 21. (C) The maximum clinical score achieved for the 
indicated group of mice post day 21. (E and F) Wild-type C57Bl/6, BCR-HEL 
tg, or MHC Class I deficient mice were treated with 200 µg GA or PBS s.c. 
for 14 days. CD43- splenic B cells were purified by negative selection and 
transferred i.p. to wild-type C57Bl/6 mice on the day of EAE induction. (E) 
The clinical score over time as measured by impairment in motor function (F) 
The maximum clinical score achieved throughout the duration of the study. 
Data is representative of two experiments with similar results performed with 
7 mice per group. Statistical analysis was performed using a one-way ANOVA 
followed by a Bonferroni post-test.
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EAE recipients was equally efficacious to GA treated EAE animals, 
we hypothesized that there may be an expansion or migration of GA 
specific B lymphocytes in the brain or spinal cord of these animals. 
The observed efficacy in the animals receiving B lymphocytes 
from GA treated WT mice, as well as GA treated EAE mice was 
accompanied by a noticeable but non-statistically significant increase 
in total B lymphocytes in the spinal cord, and a decrease in the brain 
(supplementary Table 1). Total inflammatory cells were not altered 
in the spleen or lymph nodes in all groups, and the percentage of 

GA+ cells in these peripheral immune organs was similar (Figure 
5A top panels and data not shown). Consistent with a reduction of B 
lymphocytes in the brain, the percentage of GA+ cells was significantly 
reduced in GA treated animals and EAE recipients who received B cells 
from GA treated donors (Figure 5B bottom left panel). In the spinal 
cord, the increase in total B lymphocytes in both of these groups was 
accompanied by a notable but statistically insignificant increase in GA+ 
cells, suggesting that GA+ B lymphocytes migrated to or expanded in 
the spinal cord (Figure 5A bottom right panel). To determine if GA+ 
B lymphocytes were increased in the spinal cord of these animals, 
mononuclear cells obtained by percoll gradient homogenized spinal 
cord were pre-incubated with GA-488 and stained with antibodies 
identifying various immune cell populations. Despite an increase in 
spinal cord B lymphocytes correlating with efficacy, the percentage of 
GA+B lymphocytes in the spinal cord was not altered (Figure 5C right 
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Figure 5: B cell mediated efficacy in the EAE model is associated with a 
decrease in GA+ cells in the brain and an increase in CD11c+ GA+ cells in 
the spinal cord. At the end of study the indicated organs were harvested and 
processed into single cells suspensions (spleen and lymph node) or underwent 
percoll gradient separation to obtain mononuclear cells (brain and spinal cord). 
The remaining cells were incubated with GA-488 and stained with markers 
specific for B cells, CD4 and CD8 T cells, NK cells, monocytes, and dendritic 
cells. The populations were analyzed using flow cytometry. (A) The percent 
of total GA positive cells in the spleen (left panel) or lymph node (right panel) 
was not statistically different. (B) The percent of total GA positive cells in the 
brain (left panel) was significantly reduced in GA treated EAE animals and EAE 
animals that received CD43- B lymphocytes from GA treated wild-type animals. 
The percent of total GA+ cells in the spinal cord (right panel) was increased in 
GA treated EAE animals and EAE animals that received CD43- B lymphocytes 
from GA treated wild-type animals. (C) Right panel: The percent of GA positive 
CD11c positive cells was increased in the spinal cord of GA treated EAE 
animals (red line) and EAE animals that received CD43- B lymphocytes from 
GA treated wild-type animals (blue line) compared to EAE control animals. The 
percent of GA positive CD19 positive B cells was not altered in either group 
compared to EAE control animals. Data is representative of two independent 
experiments. Right panel: Shown is the average percent ± SD of GA positive 
CD11c positive cells in the spinal cords of 3 independent samples from pooled 
spinal cords. Data is representative of two independent experiments. Statistical 
analysis was performed using a one-way ANOVA followed by a Bonferroni 
post-test.
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Figure 6: GA binds to the BCR on human B cells from MS patients. (A) Similar 
to that observed in murine B lymphocytes, there are two GA positive binding 
populations. Shown is the gating strategy for determining GAlo and GAhi human 
B cells. (B) The percentage of B cells from 10 MS patients GAlo (left panel) 
or GAhi (right panel). (C) Human B lymphocytes from 6 MS patients were 
incubated with GA-488 alone (left panel), GA-488 followed by anti-Ig (middle 
panel), or anti-Ig followed by GA-488 (right panel). GA+ cells are separated 
into three populations, total GA+ cells, GA+ Ig intermediate cells labeled 
GA+ Igint, or GA+ Ighi cells. (D) The percent of human MS B cells GA+ Ig+ per 
indicated subset when GA-488 was pre-incubated with the B cells prior to the 
addition of anti-Ig. Data represents the average ± SD from six patients. (E) Pre-
incubation with anti-Ig abrogates GA binding in the GA+ Ighi subset. Shown is 
the percent reduction in GA+ B cells per indicated subset when pre-incubated 
with anti-Ig prior to the addition of GA-488 compared to pre-incubation with 
GA-488 followed by anti-Ig. 
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panel). Interestingly, the observed increase in GA+ spinal cord cells 
was due to an increase in GA+ CD11c+ cells (Figures 5C left panel and 
5D). This increase accounted for the increase in total GA+ cells in the 
spinal cord, although this finding, similar to the increase in GA+ cells, 
was not statistically significant. This data suggests that GA induced B 
lymphocyte mediated efficacy observed in the EAE model may initiate 
with these cells, however other cell types may be required to maintain 
the efficacy. 

GA binds to the BCR on human B cells from MS patients 
To determine if our murine findings translate to humans, GA 

binding was evaluated on human PBMC’s from 10 MS patients. 
Consistent with our murine results, an average of approximately 5% of 
human B lymphocytes bound high levels of GA termed GAhi (Figures 
6A and 6B). Also observed was the shift in the negative population, 
termed GAlo (Figures 6A and 6B). Interestingly, there appeared to be 
two separate groups of patients with regards to GAlo B lymphocytes. 
One cohort comprised of 3 patients had 37.1%, 38.9% and 46.9% of their 
B lymphocytes stain GAlo, while 7 patients all showed GAlo positivity 
ranging from 70% to 81% of their B lymphocytes (Figure 6B left panel). 
As discussed briefly in the murine binding studies, it remains unclear if 
this GAlo population is an assay artifact or if this result is indicative of 
alternative mechanisms by which B lymphocytes obtain GA. Similar to 
the murine data, GA also bound to a small percentage of human CD4+ 
T cells, monocytes, few CD8+ T cells, and virtually no natural killer 
cells (data not shown). To determine if the GAhi population of B cells 
represented GA bound to membrane bound BCR, a competition assay 
was performed using anti-Ig. The caveat to this study is that the ability of 
the antibody to block GA binding is unknown, as this antibody binds to 
all isotypes of Ig in a location that may not compete with GA, or induce 
steric hindrance. GA-488 or anti-Ig was pre-incubated with purified 
human B lymphocytes from 6 MS patients for 30 minutes, followed by 
several washes, and then the reciprocal was incubated with the cells for 
20 minutes. GA positivity was quantified by flow cytometric acquisition 
and analysis (Figure 6C). Anti-Ig pre-incubation successfully prevented 
the binding of GA on GA+ Ighi B lymphocytes (Figures 6C and 6D) 
Pre-incubation with GA-488 did not prevent anti-Ig from binding 
(Figures 6C and 6D). This data suggests that GA+ Ighi positive cells 
are a representation of GA binding to the BCR on human B cells. The 
remaining GAhi positive B lymphocytes may also represent GA binding 
to membrane Ig, however it is difficult to perform an assay on human 
cells to make that conclusion.

GA induces differential cytokine profiles from MS patients B 
cells 

Although GA loaded murine B lymphocytes presented GA to CD4+ 
T cells resulting in IL-2 production, the transfer of CD4+ T cells from 
GA treated donors to EAE recipients failed to maintain efficacy post 
day 21. This suggests that T cells alone are insufficient to maintain 
efficacy and other mechanisms such as cytokine production from B 
lymphocytes may be required. To determine the cytokine profiles of 
GA stimulated B lymphocytes, purified B cells from treatment naïve 
MS patients were incubated with GA in the presence or absence of co-
stimulation and soluble factors were measured in culture supernatants. 
A panel of cytokines including IL-1β, IL-12-p70, IL-2, IL-4, IFNγ, 
TNFα, GM-CSF, IL-10, IL-6, and IL-8 were quantified 24, 48, and 
72 hours post the indicated treatment. The best time-point for each 
cytokine was chosen based on the ability of the positive control, anti-
IgM and anti-CD40 stimulation, to upregulate the indicated cytokine. 
The quantity of B lymphocytes obtained post negative selection was 
inadequate to perform an anti-IgM alone stimulation. As expected, the 

quantities of IL-2, IL-4, IL-1β, IL-12-p70 and GM-CSF were very low on 
the standard curve or below the limit of detection and were unaltered in 
the conditions tested (data not shown). The quantity of IL-8 appeared 
to be high in all donors tested, however these levels were not changed 
in any of the conditions tested (Figure 7A and data not shown). Figure 
7A shows the baseline levels for all of the cytokines in which a change 
was observed, or in the case of IL-8, high basal levels were measured. 
All donors tested appeared to have high levels of baseline IL-6, while 
the levels of the other cytokines were within the standard range for 
unstimulated cells (Figure 7A). There was no clear pattern observed 
with IL-10 production from B lymphocytes with any of the donors, 
while all donors upregulated IFNγ in response to GA treatment (Figure 
7B top panels). Interestingly, in three of the six donors, TNFα and IL-6 
were reduced below baseline levels at all time-points tested with GA 
and GA + anti-CD40 treatment, while these cytokines were increased 
with anti-IgM and anti-CD40 treatment (Figure 7B bottom panels). 
This data suggests that the effects of GA induced cytokine production 
on B lymphocytes in humans is donor specific, and may guide future 
studies evaluating if this dichotomy could serve as a biomarker for 
optimal Copaxone responders. 

Discussion
The novel findings in this study showing that GA induces differential 
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Figure 7: GA induces differential cytokine profiles from MS patients B cells. B 
lymphocytes were purified from MS patients and stimulated with anti-IgM and 
anti-CD40, GA or GA and anti-CD40. Culture supernatants were collected at 
24, 48 and 72 hours post stimulation. All cytokine data shown is 48 hours post 
stimulation, as this was the most robust response. (A) Baseline levels of the 
indicated cytokines from 48 hour culture supernatants of unstimulated B cells. 
(B) Fold change from baseline in B cell cytokine levels with anti-IgM and anti-
CD40 stimulation (solid black bars), GA stimulation (solid grey bars), or GA and 
anti-CD40 stimulation (white bars).
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cytokine production in treatment naïve B cells from MS patients, 
is an antigen recognized by human and murine B cell receptors and 
this interaction is required for efficacy in mice may support treatment 
decisions for optimal Copaxone responders, and/or lay the ground-
work required for synergistic combination therapies in MS. Recognition 
of an antigen through the BCR results in several non-exclusive 
outcomes including presentation to T cells, cytokine production, and 
upregulation of molecules involved in communication with other cells. 
It is likely that the efficacy observed prior to day 21 in EAE recipients 
who received CD4+ T cells from GA treated donors is a reflection of 
these cells responding to GA in the context of MHC molecules from B 
cells. Post day 21, only animals who received B cells and not T cells from 
GA treated donors maintained efficacy equivalent to GA treated EAE 
mice. This suggests that B cells are able to initiate and maintain efficacy, 
while T cells alone are insufficient. If this is true, then it is unlikely that 
the only mechanism of action of GA on B lymphocytes driving efficacy 
is antigen presentation and may involve cytokine production and/or 
other mechanisms involved in cellular communication.

The evidence to support B cell dependent cytokine production as an 
additional mechanism of efficacy is that in B cells from treatment naïve 
MS patients, GA in the presence or absence of anti-CD40 costimulation 
altered cytokine profiles. It is likely that GA modulation of cytokines 
in humans also occurs through the BCR, as pre-incubation with anti-
Ig reduced the proportion of GAhi positive B cells. GA reduced the 
pro-inflammatory cytokines TNFα and IL-6 below baseline levels in 
50% of the patients tested. IL-6 secreted from B lymphocytes has been 
implicated in EAE pathogenesis and CNS pathology in mice [60-63]. 
In MS, a role for IL-6 in pathogenesis has been reported, however the 
source and mechanism of action remains unclear [64-71]. Therefore, 
the observed reduction in patients with GA treatment may be a 
contributing factor to its efficacy. The role of TNFα in CNS disease is 
paradoxical, with reported protective and pathologic roles. In rodents, 
TNFα is mostly damaging to the CNS with deleterious effects reported 
on astrocytes, oligodendrocytes, myelin, and axons [72-89]. In MS 
patients, neutralization of TNFα with a specific monoclonal antibody or 
a soluble TNFα receptor exacerbated clinical symptoms, suggesting in 
humans this cytokine is likely protective [90,91]. Although GA reduced 
baseline levels of TNFα in three of the six B cells from MS patients, there 
are no reports of Copaxone enhancing disease severity, suggesting that 
this reduction is not sufficient to mimic the deleterious effects observed 
with complete neutralization of TNFα. Alternatively, TNFα may not be 
reduced in patients taking Copaxone. Studies performed quantifying 
cytokines levels from MS patients on GA treatment either compared 
the results to natalizumab treated individuals, or the focus was on T 
cell cytokines [92,93]. Future studies may include determining if pro-
inflammatory cytokines from B cells are reduced in MS patients taking 
Copaxone compared to untreated individuals, and if this correlates 
with efficacy. 

The evidence to support communication with non-T cells as a 
mechanism of B cell mediated efficacy originates with the EAE data. 
Although this data showing an increase in GA+ lymphocytes in 
the spinal cord from GA treated EAE mice, and EAE recipient mice 
receiving B lymphocytes from GA treated donors was not statistically 
significant, the increase in GA+ CD11c+ cells from both groups 
was consistent. CD11c is expressed on dendritic cells, monocytes, 
macrophages, neutrophils and some B cells. The percoll gradient 
removed neutrophils and the CD11c positive population was CD19 
and F480 negative, thus excluding CD11c+ B cells, macrophages and 
microglia. Therefore it is likely that these cells are either dendritic cells 
or monocytes. One reported mechanism of GA induced efficacy is 

through anti-inflammatory type II monocytes, however these cells are 
CD11c negative excluding this population [25,39]. CD11c+ dendritic 
cells have been implicated in GA mediated efficacy in vivo promoting 
Th2 development and increasing IL-10 production [94-98]. Therefore, 
it is likely that the observed increase in CD11c+GA+ cells in the 
spinal cord of GA treated mice or recipient EAE mice who received B 
lymphocytes from GA treated donors represents an anti-inflammatory 
dendritic cell population. B cells are capable of directing innate immune 
cells mostly through cytokines; however other mechanisms are possible 
[99-103]. Given that a B cell receptor specific for GA is required for B 
cell driven efficacy, and the increase in CD11c+ GA+ cells in the spinal 
cord, it is conceivable that B lymphocytes transferred from GA treated 
mice results in efficacy through a BCR dependent anti-inflammatory 
cytokine interaction with dendritic cells effectively reducing disease 
severity. 

In conclusion, the data reported in this manuscript has potentially 
two major clinical applications. The first is determining if GA induced 
B cell cytokine profiles or an increase in GA+CD11c+ cells post-
treatment, predicts optimal Copaxone responders. Future studies may 
include confirming the GA induced dichotomous cytokine findings 
in a large cohort of patients, and determining if this effect correlates 
with efficacy. The dual GA binding populations is quite interesting and 
could possibly be used to stratify high vs. low responders, as there was 
a clear-cut difference in the percentage of GAlo B lymphocytes in MS 
patients. As stated earlier, although the significance of the increased 
CD11c+ GA+ cells in the spinal cord of mice benefiting from GA 
remains unknown, this finding may also have clinical implications in 
predicting optimal responders or support highly effective combination 
therapeutics. The second is evaluating if the data generated can guide 
highly efficacious synergistic therapeutic combinations for MS patients. 
Sub-optimal responders to Copaxonemay greatly benefit from safe 
synergistic combination therapies such as Laquinimod. Currently 
in clinical trials for MS, Laquinimod has been reported to result in 
similar effects of GA including altering dendritic cells, inducing type 
II monocytes, increasing T and B regulatory cells, decreasing antigen 
presentation, and direct neuroprotective effects [104-117]. The novelty 
of this study is that a direct functional effect of GA on B lymphocytes 
has not been previously reported. This data provides the ground-work 
necessary to predict optimal Copaxone responders and combination 
therapy development potentially resulting in dramatically enhanced 
efficacy while maintaining a favorable safety profile. 

Financial Support for the Study 
This study was supported by TEVA Pharmaceuticals and the Rocky 

Mountain Multiple Sclerosis Center.

References

1. Brück W, Gold R, Lund BT, Oreja-Guevara C, Prat A, et al. (2013) Therapeutic
Decisions in Multiple Sclerosis: Moving Beyond Efficacy. JAMA Neurol.

2. Freedman MS (2013) Present and emerging therapies for multiple sclerosis. 
Continuum (Minneap Minn) 19: 968-991.

3. Rommer PS, Zettl UK, Kieseier B, Hartung HP, Menge T, et al. (2013)
Requirement for safety monitoring for approved MS therapies - An overview.
Clin Exp Immunol.

4. Kamimura D, Yamada M, Harada M, Sabharwal L, Meng J, et al. (2013) The
gateway theory: bridging neural and immune interactions in the CNS. Front 
Neurosci 7: 204.

5. Kawakami N, Bartholomäus I, Pesic M, Mues M (2012) An autoimmunity
odyssey: how autoreactive T cells infiltrate into the CNS. Immunol Rev 248: 
140-155.

http://www.ncbi.nlm.nih.gov/pubmed/23921521
http://www.ncbi.nlm.nih.gov/pubmed/23921521
http://www.ncbi.nlm.nih.gov/pubmed/23917096
http://www.ncbi.nlm.nih.gov/pubmed/23917096
http://www.ncbi.nlm.nih.gov/pubmed/24102425
http://www.ncbi.nlm.nih.gov/pubmed/24102425
http://www.ncbi.nlm.nih.gov/pubmed/24102425
http://www.ncbi.nlm.nih.gov/pubmed/24194696
http://www.ncbi.nlm.nih.gov/pubmed/24194696
http://www.ncbi.nlm.nih.gov/pubmed/24194696
http://www.ncbi.nlm.nih.gov/pubmed/22725959
http://www.ncbi.nlm.nih.gov/pubmed/22725959
http://www.ncbi.nlm.nih.gov/pubmed/22725959


Citation: Jackson LJ, Selva S, Niedzielko T, Vollmer T (2014) B Cell Receptor Recognition of Glatiramer Acetate is Required for Efficacy through 
Antigen Presentation and Cytokine Production. J Clin Cell Immunol 5: 185. doi:10.4172/2155-9899.1000185

Page 12 of 14

Volume 5 • Issue 1 • 1000185
J Clin Cell Immunol
ISSN: 2155-9899 JCCI, an open access journal 

6. Kuerten S, Lehmann PV (2011) The immune pathogenesis of experimental
autoimmune encephalomyelitis: lessons learned for multiple sclerosis? J
Interferon Cytokine Res 31: 907-916.

7. Batoulis H, Recks MS, Addicks K, Kuerten S (2011) Experimental autoimmune 
encephalomyelitis--achievements and prospective advances. APMIS 119: 819-
830.

8. Baker D, Gerritsen W, Rundle J, Amor S (2011) Critical appraisal of animal
models of multiple sclerosis. Mult Scler 17: 647-657.

9. Handel AE, Lincoln MR, Ramagopalan SV (2011) Of mice and men:
experimental autoimmune encephalitis and multiple sclerosis. Eur J Clin Invest 
41: 1254-1258.

10.	van Oosten BW, Lai M, Hodgkinson S, Barkhof F, Miller DH, et al. (1997) 
Treatment of multiple sclerosis with the monoclonal anti-CD4 antibody cM-
T412: results of a randomized, double-blind, placebo-controlled, MR-monitored 
phase II trial. Neurology 49: 351-357.

11. Weinshenker BG, Bass B, Karlik S, Ebers GC, Rice GP (1991) An open trial of 
OKT3 in patients with multiple sclerosis. Neurology 41: 1047-1052.

12.	Matsushita T, Yanaba K, Bouaziz JD, Fujimoto M, Tedder TF (2008) Regulatory 
B cells inhibit EAE initiation in mice while other B cells promote disease
progression. J Clin Invest 118: 3420-3430.

13.	Weber MS, Prod’homme T, Patarroyo JC, Molnarfi N, Karnezis T, et al. (2010) 
B-cell activation influences T-cell polarization and outcome of anti-CD20 B-cell 
depletion in central nervous system autoimmunity. Ann Neurol 68: 369-383.

14.	Bar-Or A, Calabresi PA, Arnold D, Markowitz C, Shafer S, et al. (2008)
Rituximab in relapsing-remitting multiple sclerosis: a 72-week, open-label,
phase I trial. Ann Neurol 63: 395-400.

15.	Barun B, Bar-Or A (2012) Treatment of multiple sclerosis with anti-CD20
antibodies. Clin Immunol 142: 31-37.

16.	Bourdette D, Yadav V (2008) B-cell depletion with rituximab in relapsing-
remitting multiple sclerosis. Curr Neurol Neurosci Rep 8: 417-418.

17.	Chaudhuri A (2012) Ocrelizumab in multiple sclerosis: risks and benefits. 
Lancet 379: 1196-1197.

18.	Chaudhuri A, Behan PO (2008) Rituximab in relapsing-remitting multiple
sclerosis. N Engl J Med 358: 2646; author reply 2646-2647. 

19.	Hauser SL, Waubant E, Arnold DL, Vollmer T, Antel J, et al. (2008) B-cell
depletion with rituximab in relapsing-remitting multiple sclerosis. N Engl J Med
358: 676-688.

20.	Hawker K (2008) B-cell-targeted treatment for multiple sclerosis: mechanism of 
action and clinical data. Curr Opin Neurol 21: S19-25.

21. He D, Zhou H, Han W, Zhang S (2011) Rituximab for relapsing-remitting
multiple sclerosis. Cochrane Database Syst Rev CD009130. 

22.	Kitsos DK, Tsiodras S, Stamboulis E, Voumvourakis KI (2012) Rituximab and
multiple sclerosis. Clin Neuropharmacol 35: 90-96.

23.	Schrijver HM (2008) Rituximab in relapsing-remitting multiple sclerosis. N Engl 
J Med 358: 2645; author reply 2646-2647. 

24.	Zhang B (2009) Ofatumumab. MAbs 1: 326-331.

25.	Tyler AF, Mendoza JP, Firan M, Karandikar NJ (2013) CD8+ T Cells Are 
Required For Glatiramer Acetate Therapy in Autoimmune Demyelinating 
Disease. PLoS One 8: e66772.

26.	Thamilarasan M, Hecker M, Goertsches RH, Paap BK, Schröder I, et al. (2013) 
Glatiramer acetate treatment effects on gene expression in monocytes of
multiple sclerosis patients. J Neuroinflammation 10: 126.

27.	Bakshi S, Chalifa-Caspi V, Plaschkes I, Perevozkin I, Gurevich M, et al. (2013) 
Gene expression analysis reveals functional pathways of glatiramer acetate
activation. Expert Opin Ther Targets 17: 351-362.

28.	Aharoni R (2013) The mechanism of action of glatiramer acetate in multiple
sclerosis and beyond. Autoimmun Rev 12: 543-553.

29.	Praksova P, Stourac P, Bednarik J, Vlckova E, Mikulkova Z, et al. (2012)
Immunoregulatory T cells in multiple sclerosis and the effect of interferon beta
and glatiramer acetate treatment on T cell subpopulations. J Neurol Sci 319:
18-23.

30.	Jalilian B, Einarsson HB, Vorup-Jensen T (2012) Glatiramer Acetate in
Treatment of Multiple Sclerosis: A Toolbox of Random Co-Polymers for
Targeting Inflammatory Mechanisms of both the Innate and Adaptive Immune 
System? Int J Mol Sci 13: 14579-14605.

31.	Toker A, Slaney CY, Bäckström BT, Harper JL (2011) Glatiramer acetate treatment 
directly targets CD11b(+)Ly6G(-) monocytes and enhances the suppression of
autoreactive T cells in experimental autoimmune encephalomyelitis. Scand J
Immunol 74: 235-243.

32.	Lalive PH, Neuhaus O, Benkhoucha M, Burger D, Hohlfeld R, et al. (2011)
Glatiramer acetate in the treatment of multiple sclerosis: emerging concepts
regarding its mechanism of action. CNS Drugs 25: 401-414.

33.	Begum-Haque S, Christy M, Ochoa-Reparaz J, Nowak EC, Mielcarz D, et
al. (2011) Augmentation of regulatory B cell activity in experimental allergic
encephalomyelitis by glatiramer acetate. J Neuroimmunol 232: 136-144.

34.	Racke MK, Lovett-Racke AE, Karandikar NJ (2010) The mechanism of action
of glatiramer acetate treatment in multiple sclerosis. Neurology 74: S25-30.

35.	Kala M, Rhodes SN, Piao WH, Shi FD, Campagnolo DI, et al. (2010) B cells 
from glatiramer acetate-treated mice suppress experimental autoimmune
encephalomyelitis. Exp Neurol 221: 136-145.

36.	Burger D, Molnarfi N, Weber MS, Brandt KJ, Benkhoucha M, et al. (2009) 
Glatiramer acetate increases IL-1 receptor antagonist but decreases T cell-
induced IL-1beta in human monocytes and multiple sclerosis. Proc Natl Acad
Sci U S A 106: 4355-4359.

37.	Saresella M, Marventano I, Longhi R, Lissoni F, Trabattoni D, et al. (2008) 
CD4+CD25+FoxP3+PD1-regulatory T cells in acute and stable relapsing-
remitting multiple sclerosis and their modulation by therapy. FASEB J 22: 3500-
3508.

38.	Hestvik AL, Skorstad G, Price DA, Vartdal F, Holmoy T (2008) Multiple sclerosis: 
glatiramer acetate induces anti-inflammatory T cells in the cerebrospinal fluid. 
Mult Scler 14: 749-758.

39.	Weber MS, Prod’homme T, Youssef S, Dunn SE, Rundle CD, et al. (2007) Type 
II monocytes modulate T cell-mediated central nervous system autoimmune
disease. Nat Med 13: 935-943.

40.	Weber MS, Hohlfeld R, Zamvil SS (2007) Mechanism of action of glatiramer
acetate in treatment of multiple sclerosis. Neurotherapeutics 4: 647-653.

41.	Dhib-Jalbut S, Chen M, Said A, Zhan M, Johnson KP, et al. (2003) Glatiramer
acetate-reactive peripheral blood mononuclear cells respond to multiple myelin 
antigens with a Th2-biased phenotype. J Neuroimmunol 140: 163-171.

42.	Chen M, Gran B, Costello K, Johnson K, Martin R, et al. (2001) Glatiramer
acetate induces a Th2-biased response and crossreactivity with myelin basic
protein in patients with MS. Mult Scler 7: 209-219.

43.	Achiron A, Feldman A, Gurevich M (2009) Molecular profiling of glatiramer 
acetate early treatment effects in multiple sclerosis. Dis Markers 27: 63-73.

44.	Aharoni R, Eilam R, Domev H, Labunskay G, Sela M, et al. (2005) The
immunomodulator glatiramer acetate augments the expression of neurotrophic 
factors in brains of experimental autoimmune encephalomyelitis mice. Proc
Natl Acad Sci U S A 102: 19045-19050.

45.	Aharoni R, Eilam R, Stock A, Vainshtein A, Shezen E, et al. (2010) Glatiramer
acetate reduces Th-17 inflammation and induces regulatory T-cells in the CNS 
of mice with relapsing-remitting or chronic EAE. J Neuroimmunol 225: 100-111.

46.	Aharoni R, Herschkovitz A, Eilam R, Blumberg-Hazan M, Sela M, et al.
(2008) Demyelination arrest and remyelination induced by glatiramer acetate
treatment of experimental autoimmune encephalomyelitis. Proc Natl Acad Sci
U S A 105: 11358-11363.

47.	Aharoni R, Kayhan B, Eilam R, Sela M, Arnon R (2003) Glatiramer acetate-
specific T cells in the brain express T helper 2/3 cytokines and brain-derived 
neurotrophic factor in situ. Proc Natl Acad Sci U S A 100: 14157-14162.

48.	Aharoni R, Meshorer A, Sela M, Arnon R (2002) Oral treatment of mice with
copolymer 1 (glatiramer acetate) results in the accumulation of specific Th2 
cells in the central nervous system. J Neuroimmunol 126: 58-68.

49.	Arnon R, Aharoni R (2007) Neurogenesis and neuroprotection in the CNS--
fundamental elements in the effect of Glatiramer acetate on treatment of
autoimmune neurological disorders. Mol Neurobiol 36: 245-253.

50.	Arnon R, Aharoni R (2009) Neuroprotection and neurogeneration in MS and
its animal model EAE effected by glatiramer acetate. J Neural Transm 116:
1443-1449.

51.	Caragnano M, Tortorella P, Bergami A, Ruggieri M, Livrea P, et al. (2012)
Monocytes P2X7 purinergic receptor is modulated by glatiramer acetate in
multiple sclerosis. J Neuroimmunol 245: 93-97.

http://www.ncbi.nlm.nih.gov/pubmed/21936633
http://www.ncbi.nlm.nih.gov/pubmed/21936633
http://www.ncbi.nlm.nih.gov/pubmed/21936633
http://www.ncbi.nlm.nih.gov/pubmed/22085358
http://www.ncbi.nlm.nih.gov/pubmed/22085358
http://www.ncbi.nlm.nih.gov/pubmed/22085358
http://www.ncbi.nlm.nih.gov/pubmed/21372117
http://www.ncbi.nlm.nih.gov/pubmed/21372117
http://www.ncbi.nlm.nih.gov/pubmed/21418205
http://www.ncbi.nlm.nih.gov/pubmed/21418205
http://www.ncbi.nlm.nih.gov/pubmed/21418205
http://www.ncbi.nlm.nih.gov/pubmed/9270561
http://www.ncbi.nlm.nih.gov/pubmed/9270561
http://www.ncbi.nlm.nih.gov/pubmed/9270561
http://www.ncbi.nlm.nih.gov/pubmed/9270561
http://www.ncbi.nlm.nih.gov/pubmed/1906145
http://www.ncbi.nlm.nih.gov/pubmed/1906145
http://www.ncbi.nlm.nih.gov/pubmed/18802481
http://www.ncbi.nlm.nih.gov/pubmed/18802481
http://www.ncbi.nlm.nih.gov/pubmed/18802481
http://www.ncbi.nlm.nih.gov/pubmed/20641064
http://www.ncbi.nlm.nih.gov/pubmed/20641064
http://www.ncbi.nlm.nih.gov/pubmed/20641064
http://www.ncbi.nlm.nih.gov/pubmed/18383069
http://www.ncbi.nlm.nih.gov/pubmed/18383069
http://www.ncbi.nlm.nih.gov/pubmed/18383069
http://www.ncbi.nlm.nih.gov/pubmed/21555250
http://www.ncbi.nlm.nih.gov/pubmed/21555250
http://www.ncbi.nlm.nih.gov/pubmed/18713578
http://www.ncbi.nlm.nih.gov/pubmed/18713578
http://www.ncbi.nlm.nih.gov/pubmed/22464382
http://www.ncbi.nlm.nih.gov/pubmed/22464382
http://www.ncbi.nlm.nih.gov/pubmed/18557178
http://www.ncbi.nlm.nih.gov/pubmed/18557178
http://www.ncbi.nlm.nih.gov/pubmed/18272891
http://www.ncbi.nlm.nih.gov/pubmed/18272891
http://www.ncbi.nlm.nih.gov/pubmed/18272891
http://www.ncbi.nlm.nih.gov/pubmed/18388796
http://www.ncbi.nlm.nih.gov/pubmed/18388796
http://www.ncbi.nlm.nih.gov/pubmed/22161445
http://www.ncbi.nlm.nih.gov/pubmed/22161445
http://www.ncbi.nlm.nih.gov/pubmed/22421587
http://www.ncbi.nlm.nih.gov/pubmed/22421587
http://www.ncbi.nlm.nih.gov/pubmed/18557177
http://www.ncbi.nlm.nih.gov/pubmed/18557177
http://www.ncbi.nlm.nih.gov/pubmed/20068404
http://www.ncbi.nlm.nih.gov/pubmed/23805274
http://www.ncbi.nlm.nih.gov/pubmed/23805274
http://www.ncbi.nlm.nih.gov/pubmed/23805274
http://www.ncbi.nlm.nih.gov/pubmed/24134771
http://www.ncbi.nlm.nih.gov/pubmed/24134771
http://www.ncbi.nlm.nih.gov/pubmed/24134771
http://www.ncbi.nlm.nih.gov/pubmed/23469939
http://www.ncbi.nlm.nih.gov/pubmed/23469939
http://www.ncbi.nlm.nih.gov/pubmed/23469939
http://www.ncbi.nlm.nih.gov/pubmed/23051633
http://www.ncbi.nlm.nih.gov/pubmed/23051633
http://www.ncbi.nlm.nih.gov/pubmed/22676847
http://www.ncbi.nlm.nih.gov/pubmed/22676847
http://www.ncbi.nlm.nih.gov/pubmed/22676847
http://www.ncbi.nlm.nih.gov/pubmed/22676847
http://www.ncbi.nlm.nih.gov/pubmed/23203082
http://www.ncbi.nlm.nih.gov/pubmed/23203082
http://www.ncbi.nlm.nih.gov/pubmed/23203082
http://www.ncbi.nlm.nih.gov/pubmed/23203082
http://www.ncbi.nlm.nih.gov/pubmed/21595733
http://www.ncbi.nlm.nih.gov/pubmed/21595733
http://www.ncbi.nlm.nih.gov/pubmed/21595733
http://www.ncbi.nlm.nih.gov/pubmed/21595733
http://www.ncbi.nlm.nih.gov/pubmed/21476611
http://www.ncbi.nlm.nih.gov/pubmed/21476611
http://www.ncbi.nlm.nih.gov/pubmed/21476611
http://www.ncbi.nlm.nih.gov/pubmed/21111489
http://www.ncbi.nlm.nih.gov/pubmed/21111489
http://www.ncbi.nlm.nih.gov/pubmed/21111489
http://www.ncbi.nlm.nih.gov/pubmed/20038760
http://www.ncbi.nlm.nih.gov/pubmed/20038760
http://www.ncbi.nlm.nih.gov/pubmed/19879259
http://www.ncbi.nlm.nih.gov/pubmed/19879259
http://www.ncbi.nlm.nih.gov/pubmed/19879259
http://www.ncbi.nlm.nih.gov/pubmed/19255448
http://www.ncbi.nlm.nih.gov/pubmed/19255448
http://www.ncbi.nlm.nih.gov/pubmed/19255448
http://www.ncbi.nlm.nih.gov/pubmed/19255448
http://www.ncbi.nlm.nih.gov/pubmed/18587005
http://www.ncbi.nlm.nih.gov/pubmed/18587005
http://www.ncbi.nlm.nih.gov/pubmed/18587005
http://www.ncbi.nlm.nih.gov/pubmed/18587005
http://www.ncbi.nlm.nih.gov/pubmed/18611988
http://www.ncbi.nlm.nih.gov/pubmed/18611988
http://www.ncbi.nlm.nih.gov/pubmed/18611988
http://www.ncbi.nlm.nih.gov/pubmed/17676050
http://www.ncbi.nlm.nih.gov/pubmed/17676050
http://www.ncbi.nlm.nih.gov/pubmed/17676050
http://www.ncbi.nlm.nih.gov/pubmed/17920545
http://www.ncbi.nlm.nih.gov/pubmed/17920545
http://www.ncbi.nlm.nih.gov/pubmed/12864985
http://www.ncbi.nlm.nih.gov/pubmed/12864985
http://www.ncbi.nlm.nih.gov/pubmed/12864985
http://www.ncbi.nlm.nih.gov/pubmed/11548979
http://www.ncbi.nlm.nih.gov/pubmed/11548979
http://www.ncbi.nlm.nih.gov/pubmed/11548979
http://www.ncbi.nlm.nih.gov/pubmed/19893201
http://www.ncbi.nlm.nih.gov/pubmed/19893201
http://www.ncbi.nlm.nih.gov/pubmed/16365293
http://www.ncbi.nlm.nih.gov/pubmed/16365293
http://www.ncbi.nlm.nih.gov/pubmed/16365293
http://www.ncbi.nlm.nih.gov/pubmed/16365293
http://www.ncbi.nlm.nih.gov/pubmed/20554028
http://www.ncbi.nlm.nih.gov/pubmed/20554028
http://www.ncbi.nlm.nih.gov/pubmed/20554028
http://www.ncbi.nlm.nih.gov/pubmed/18678887
http://www.ncbi.nlm.nih.gov/pubmed/18678887
http://www.ncbi.nlm.nih.gov/pubmed/18678887
http://www.ncbi.nlm.nih.gov/pubmed/18678887
http://www.ncbi.nlm.nih.gov/pubmed/14614135
http://www.ncbi.nlm.nih.gov/pubmed/14614135
http://www.ncbi.nlm.nih.gov/pubmed/14614135
http://www.ncbi.nlm.nih.gov/pubmed/12020957
http://www.ncbi.nlm.nih.gov/pubmed/12020957
http://www.ncbi.nlm.nih.gov/pubmed/12020957
http://www.ncbi.nlm.nih.gov/pubmed/17955199
http://www.ncbi.nlm.nih.gov/pubmed/17955199
http://www.ncbi.nlm.nih.gov/pubmed/17955199
http://www.ncbi.nlm.nih.gov/pubmed/19669693
http://www.ncbi.nlm.nih.gov/pubmed/19669693
http://www.ncbi.nlm.nih.gov/pubmed/19669693
http://www.ncbi.nlm.nih.gov/pubmed/22370183
http://www.ncbi.nlm.nih.gov/pubmed/22370183
http://www.ncbi.nlm.nih.gov/pubmed/22370183


Citation: Jackson LJ, Selva S, Niedzielko T, Vollmer T (2014) B Cell Receptor Recognition of Glatiramer Acetate is Required for Efficacy through 
Antigen Presentation and Cytokine Production. J Clin Cell Immunol 5: 185. doi:10.4172/2155-9899.1000185

Page 13 of 14

Volume 5 • Issue 1 • 1000185
J Clin Cell Immunol
ISSN: 2155-9899 JCCI, an open access journal 

52.	Kantengwa S, Weber MS, Juillard C, Benkhoucha M, Fellay B, et al. (2007) 
Inhibition of naive Th1 CD4+ T cells by glatiramer acetate in multiple sclerosis. 
J Neuroimmunol 185: 123-129.

53.	Kayhan B, Aharoni R, Arnon R (2003) Glatiramer acetate (Copaxone) regulates 
nitric oxide and related cytokine secretion in experimental autoimmune 
encephalomyelitis. Immunol Lett 88: 185-192. 

54.	Sellebjerg F, Hedegaard CJ, Krakauer M, Hesse D, Lund H, et al. (2012) 
Glatiramer acetate antibodies, gene expression and disease activity in multiple 
sclerosis. Mult Scler 18: 305-313.

55.	Karussis D, Teitelbaum D, Sicsic C, Brenner T; AC001 multi-center Israeli study 
group (2010) Long-term treatment of multiple sclerosis with glatiramer acetate: 
natural history of the subtypes of anti-glatiramer acetate antibodies and their 
correlation with clinical efficacy. J Neuroimmunol 220: 125-130.

56.	Basile E (2006) During 3 years treatment of primary progressive multiple 
sclerosis with glatiramer acetate, specific antibodies switch from IgG1 to IgG4. 
J Neuroimmunol 177: 161-6. 

57.	Teitelbaum D, Brenner T, Abramsky O, Aharoni R, Sela M, et al. (2003) 
Antibodies to glatiramer acetate do not interfere with its biological functions and 
therapeutic efficacy. Mult Scler 9: 592-599.

58.	Farina C, Vargas V, Heydari N, Kümpfel T, Meinl E, et al. (2002) Treatment 
with glatiramer acetate induces specific IgG4 antibodies in multiple sclerosis 
patients. J Neuroimmunol 123: 188-192.

59.	Bomprezzi R, Schafer R, Reese V, Misra A, Vollmer TL, et al. (2011) Glatiramer 
acetate-specific antibody titres in patients with relapsing / remitting multiple 
sclerosis and in experimental autoimmune encephalomyelitis. Scand J 
Immunol 74: 219-226. 

60.	Giralt M, Ramos R, Quintana A, Ferrer B, Erta M, et al. (2013) Induction of 
atypical EAE mediated by transgenic production of IL-6 in astrocytes in the 
absence of systemic IL-6. Glia 61: 587-600.

61.	Barr TA, Shen P, Brown S, Lampropoulou V, Roch T, et al. (2012) B cell 
depletion therapy ameliorates autoimmune disease through ablation of IL-6-
producing B cells. J Exp Med 209: 1001-1010.

62.	Quintana A, Müller M, Frausto RF, Ramos R, Getts DR, et al. (2009) Site-
specific production of IL-6 in the central nervous system retargets and enhances 
the inflammatory response in experimental autoimmune encephalomyelitis. J 
Immunol 183: 2079-2088.

63.	Samoilova EB, Horton JL, Hilliard B, Liu TS, Chen Y (1998) IL-6-deficient mice 
are resistant to experimental autoimmune encephalomyelitis: roles of IL-6 in 
the activation and differentiation of autoreactive T cells. J Immunol 161: 6480-
6486.

64.	Schneider A, Long SA, Cerosaletti K, Ni CT, Samuels P, et al. (2013) In active 
relapsing-remitting multiple sclerosis, effector T cell resistance to adaptive 
T(regs) involves IL-6-mediated signaling. Sci Transl Med 5: 170ra15.

65.	Leech MD, Barr TA, Turner DG, Brown S, O’Connor RA, et al. (2013) Cutting 
edge: IL-6-dependent autoimmune disease: dendritic cells as a sufficient, but 
transient, source. J Immunol 190: 881-885.

66.	Erta M, Quintana A, Hidalgo J (2012) Interleukin-6, a major cytokine in the 
central nervous system. Int J Biol Sci 8: 1254-1266.

67.	Chen YC, Yang X, Miao L, Liu ZG, Li W, et al. (2012) Serum level of interleukin-6 
in Chinese patients with multiple sclerosis. J Neuroimmunol 249: 109-111.

68.	Malmeström C, Andersson BA, Haghighi S, Lycke J (2006) IL-6 and CCL2 
levels in CSF are associated with the clinical course of MS: implications for 
their possible immunopathogenic roles. J Neuroimmunol 175: 176-182.

69.	Stelmasiak Z, KozioÅ‚-Montewka M, Dobosz B, Rejdak K (2001) IL-6 and sIL-
6R concentration in the cerebrospinal fluid and serum of MS patients. Med Sci 
Monit 7: 914-918.

70.	Stelmasiak Z, KozioÅ‚-Montewka M, Dobosz B, Rejdak K, Bartosik-Psujek H, 
et al. (2000) Interleukin-6 concentration in serum and cerebrospinal fluid in 
multiple sclerosis patients. Med Sci Monit 6: 1104-1108.

71.	Yan J, Liu J, Lin CY, Anzgene AN, Csurhes PA, et al. (2012) Interleukin-6 gene 
promoter-572 C allele may play a role in rate of disease progression in multiple 
sclerosis. Int J Mol Sci 13: 13667-13679.

72.	Barna BP, Estes ML, Jacobs BS, Hudson S, Ransohoff RM (1990) 
Human astrocytes proliferate in response to tumor necrosis factor alpha. J 
Neuroimmunol 30: 239-243.

73.	Begolka WS, Vanderlugt CL, Rahbe SM, Miller SD (1998) Differential 
expression of inflammatory cytokines parallels progression of central nervous 
system pathology in two clinically distinct models of multiple sclerosis. J 
Immunol 161: 4437-4446. 

74.	Butt AM, Jenkins HG (1994) Morphological changes in oligodendrocytes in 
the intact mouse optic nerve following intravitreal injection of tumour necrosis 
factor. J Neuroimmunol 51: 27-33. 

75.	Crisi GM, Santambrogio L, Hochwald GM, Smith SR, Carlino JA, et al., 
(1995) Staphylococcal enterotoxin B and tumor-necrosis factor-alpha-induced 
relapses of experimental allergic encephalomyelitis: protection by transforming 
growth factor-beta and interleukin-10. Eur J Immunol 25: 3035-3040. 

76.	Hershkoviz R, Mor F, Gilat D, Cohen IR, Lider O (1992) T cells in the spinal 
cord in experimental autoimmune encephalomyelitis are matrix adherent and 
secrete tumor necrosis factor alpha. J Neuroimmunol 37: 161-166.

77.	Issazadeh S, Ljungdahl A, Höjeberg B, Mustafa M, Olsson T, et al. (1995) 
Cytokine production in the central nervous system of Lewis rats with 
experimental autoimmune encephalomyelitis: dynamics of mRNA expression 
for interleukin-10, interleukin-12, cytolysin, tumor necrosis factor alpha and 
tumor necrosis factor beta. J Neuroimmunol 61: 205-212. 

78.	Juedes AE, Hjelmström P, Bergman CM, Neild AL, Ruddle NH (2000) Kinetics 
and cellular origin of cytokines in the central nervous system: insight into 
mechanisms of myelin oligodendrocyte glycoprotein-induced experimental 
autoimmune encephalomyelitis. J Immunol 164: 419-426. 

79.	Korn T, Magnus T, Jung S (2005) Autoantigen specific T cells inhibit glutamate 
uptake in astrocytes by decreasing expression of astrocytic glutamate 
transporter GLAST: a mechanism mediated by tumor necrosis factor-alpha. 
FASEB J 19: 1878-1880. 

80.	Kuroda Y, Shimamoto Y (1991) Human tumor necrosis factor-alpha augments 
experimental allergic encephalomyelitis in rats. J Neuroimmunol 34: 159-164.

81.	Louis JC, Magal E, Takayama S, Varon S (1993) CNTF protection of 
oligodendrocytes against natural and tumor necrosis factor-induced death. 
Science 259: 689-692.

82.	Pekny M, Nilsson M (2005) Astrocyte activation and reactive gliosis. Glia 50: 
427-434.

83.	Powell MB, Mitchell D, Lederman J, Buckmeier J, Zamvil SS, et al. (1990) 
Lymphotoxin and tumor necrosis factor-alpha production by myelin basic 
protein-specific T cell clones correlates with encephalitogenicity. Int Immunol 
2: 539-544.

84.	Renno T, Krakowski M, Piccirillo C, Lin JY, Owens T (1995) TNF-alpha 
expression by resident microglia and infiltrating leukocytes in the central nervous 
system of mice with experimental allergic encephalomyelitis. Regulation by Th1 
cytokines. J Immunol 154: 944-953. 

85.	Robbins DS, Shirazi Y, Drysdale BE, Lieberman A, Shin HS, et al. (1987) 
Production of cytotoxic factor for oligodendrocytes by stimulated astrocytes. J 
Immunol 139: 2593-2597.

86.	Selmaj K, Raine CS (1988) Tumor necrosis factor mediates myelin damage in 
organotypic cultures of nervous tissue. Ann N Y Acad Sci 540: 568-570.

87.	Selmaj K, Raine CS, Farooq M, Norton WT, Brosnan CF (1991) Cytokine 
cytotoxicity against oligodendrocytes. Apoptosis induced by lymphotoxin. J 
Immunol 147: 1522-1529.

88.	Selmaj KW, Raine CS (1988) Tumor necrosis factor mediates myelin and 
oligodendrocyte damage in vitro. Ann Neurol 23: 339-346.

89.	Villarroya H, Violleau K, Ben Younes-Chennoufi A, Baumann N (1996) Myelin-
induced experimental allergic encephalomyelitis in Lewis rats: tumor necrosis 
factor alpha levels in serum and cerebrospinal fluid immunohistochemical 
expression in glial cells and macrophages of optic nerve and spinal cord. J 
Neuroimmunol 64: 55-61. 

90.	(1999) TNF neutralization in MS: results of a randomized, placebo-controlled 
multicenter study. The Lenercept Multiple Sclerosis Study Group and The 
University of British Columbia MS/MRI Analysis Group. Neurology 53: 457-465.

91.	van Oosten BW, Barkhof F, Truyen L, Boringa JB, Bertelsmann FW, et al. 
(1996) Increased MRI activity and immune activation in two multiple sclerosis 
patients treated with the monoclonal anti-tumor necrosis factor antibody cA2. 
Neurology 47: 1531-1534.

92.	Blanco Y, Moral EA, Costa M, Gómez-Choco M, Torres-Peraza JF, et al. (2006) 
Effect of glatiramer acetate (Copaxone) on the immunophenotypic and cytokine 
profile and BDNF production in multiple sclerosis: a longitudinal study. Neurosci 
Lett 406: 270-275.

http://www.ncbi.nlm.nih.gov/pubmed/17306890
http://www.ncbi.nlm.nih.gov/pubmed/17306890
http://www.ncbi.nlm.nih.gov/pubmed/17306890
http://www.ncbi.nlm.nih.gov/pubmed/12941477
http://www.ncbi.nlm.nih.gov/pubmed/12941477
http://www.ncbi.nlm.nih.gov/pubmed/12941477
http://www.ncbi.nlm.nih.gov/pubmed/22020419
http://www.ncbi.nlm.nih.gov/pubmed/22020419
http://www.ncbi.nlm.nih.gov/pubmed/22020419
http://www.ncbi.nlm.nih.gov/pubmed/20153903
http://www.ncbi.nlm.nih.gov/pubmed/20153903
http://www.ncbi.nlm.nih.gov/pubmed/20153903
http://www.ncbi.nlm.nih.gov/pubmed/20153903
http://www.ncbi.nlm.nih.gov/pubmed/14664472
http://www.ncbi.nlm.nih.gov/pubmed/14664472
http://www.ncbi.nlm.nih.gov/pubmed/14664472
http://www.ncbi.nlm.nih.gov/pubmed/11880163
http://www.ncbi.nlm.nih.gov/pubmed/11880163
http://www.ncbi.nlm.nih.gov/pubmed/11880163
http://www.ncbi.nlm.nih.gov/pubmed/21615449
http://www.ncbi.nlm.nih.gov/pubmed/21615449
http://www.ncbi.nlm.nih.gov/pubmed/21615449
http://www.ncbi.nlm.nih.gov/pubmed/21615449
http://www.ncbi.nlm.nih.gov/pubmed/23322593
http://www.ncbi.nlm.nih.gov/pubmed/23322593
http://www.ncbi.nlm.nih.gov/pubmed/23322593
http://www.ncbi.nlm.nih.gov/pubmed/22547654
http://www.ncbi.nlm.nih.gov/pubmed/22547654
http://www.ncbi.nlm.nih.gov/pubmed/22547654
http://www.ncbi.nlm.nih.gov/pubmed/19597000
http://www.ncbi.nlm.nih.gov/pubmed/19597000
http://www.ncbi.nlm.nih.gov/pubmed/19597000
http://www.ncbi.nlm.nih.gov/pubmed/19597000
http://www.ncbi.nlm.nih.gov/pubmed/9862671
http://www.ncbi.nlm.nih.gov/pubmed/9862671
http://www.ncbi.nlm.nih.gov/pubmed/9862671
http://www.ncbi.nlm.nih.gov/pubmed/9862671
http://www.ncbi.nlm.nih.gov/pubmed/23363979
http://www.ncbi.nlm.nih.gov/pubmed/23363979
http://www.ncbi.nlm.nih.gov/pubmed/23363979
http://www.ncbi.nlm.nih.gov/pubmed/23267024
http://www.ncbi.nlm.nih.gov/pubmed/23267024
http://www.ncbi.nlm.nih.gov/pubmed/23267024
http://www.ncbi.nlm.nih.gov/pubmed/23136554
http://www.ncbi.nlm.nih.gov/pubmed/23136554
http://www.ncbi.nlm.nih.gov/pubmed/22633195
http://www.ncbi.nlm.nih.gov/pubmed/22633195
http://www.ncbi.nlm.nih.gov/pubmed/16626811
http://www.ncbi.nlm.nih.gov/pubmed/16626811
http://www.ncbi.nlm.nih.gov/pubmed/16626811
http://www.ncbi.nlm.nih.gov/pubmed/11535934
http://www.ncbi.nlm.nih.gov/pubmed/11535934
http://www.ncbi.nlm.nih.gov/pubmed/11535934
http://www.ncbi.nlm.nih.gov/pubmed/11208463
http://www.ncbi.nlm.nih.gov/pubmed/11208463
http://www.ncbi.nlm.nih.gov/pubmed/11208463
http://www.ncbi.nlm.nih.gov/pubmed/23202972
http://www.ncbi.nlm.nih.gov/pubmed/23202972
http://www.ncbi.nlm.nih.gov/pubmed/23202972
http://www.ncbi.nlm.nih.gov/pubmed/2229411
http://www.ncbi.nlm.nih.gov/pubmed/2229411
http://www.ncbi.nlm.nih.gov/pubmed/2229411
http://www.ncbi.nlm.nih.gov/pubmed/9780223
http://www.ncbi.nlm.nih.gov/pubmed/9780223
http://www.ncbi.nlm.nih.gov/pubmed/9780223
http://www.ncbi.nlm.nih.gov/pubmed/9780223
http://www.ncbi.nlm.nih.gov/pubmed/8157734
http://www.ncbi.nlm.nih.gov/pubmed/8157734
http://www.ncbi.nlm.nih.gov/pubmed/8157734
http://www.ncbi.nlm.nih.gov/pubmed/7489740
http://www.ncbi.nlm.nih.gov/pubmed/7489740
http://www.ncbi.nlm.nih.gov/pubmed/7489740
http://www.ncbi.nlm.nih.gov/pubmed/7489740
http://www.ncbi.nlm.nih.gov/pubmed/1372327
http://www.ncbi.nlm.nih.gov/pubmed/1372327
http://www.ncbi.nlm.nih.gov/pubmed/1372327
http://www.ncbi.nlm.nih.gov/pubmed/7593556
http://www.ncbi.nlm.nih.gov/pubmed/7593556
http://www.ncbi.nlm.nih.gov/pubmed/7593556
http://www.ncbi.nlm.nih.gov/pubmed/7593556
http://www.ncbi.nlm.nih.gov/pubmed/7593556
http://www.ncbi.nlm.nih.gov/pubmed/10605038
http://www.ncbi.nlm.nih.gov/pubmed/10605038
http://www.ncbi.nlm.nih.gov/pubmed/10605038
http://www.ncbi.nlm.nih.gov/pubmed/10605038
http://www.ncbi.nlm.nih.gov/pubmed/16123171
http://www.ncbi.nlm.nih.gov/pubmed/16123171
http://www.ncbi.nlm.nih.gov/pubmed/16123171
http://www.ncbi.nlm.nih.gov/pubmed/16123171
http://www.ncbi.nlm.nih.gov/pubmed/1918322
http://www.ncbi.nlm.nih.gov/pubmed/1918322
http://www.ncbi.nlm.nih.gov/pubmed/8430320
http://www.ncbi.nlm.nih.gov/pubmed/8430320
http://www.ncbi.nlm.nih.gov/pubmed/8430320
http://www.ncbi.nlm.nih.gov/pubmed/15846805
http://www.ncbi.nlm.nih.gov/pubmed/15846805
http://www.ncbi.nlm.nih.gov/pubmed/1707660
http://www.ncbi.nlm.nih.gov/pubmed/1707660
http://www.ncbi.nlm.nih.gov/pubmed/1707660
http://www.ncbi.nlm.nih.gov/pubmed/1707660
http://www.ncbi.nlm.nih.gov/pubmed/7814894
http://www.ncbi.nlm.nih.gov/pubmed/7814894
http://www.ncbi.nlm.nih.gov/pubmed/7814894
http://www.ncbi.nlm.nih.gov/pubmed/7814894
http://www.ncbi.nlm.nih.gov/pubmed/3116087
http://www.ncbi.nlm.nih.gov/pubmed/3116087
http://www.ncbi.nlm.nih.gov/pubmed/3116087
http://www.ncbi.nlm.nih.gov/pubmed/2462832
http://www.ncbi.nlm.nih.gov/pubmed/2462832
http://www.ncbi.nlm.nih.gov/pubmed/1908877
http://www.ncbi.nlm.nih.gov/pubmed/1908877
http://www.ncbi.nlm.nih.gov/pubmed/1908877
http://www.ncbi.nlm.nih.gov/pubmed/3132891
http://www.ncbi.nlm.nih.gov/pubmed/3132891
http://www.ncbi.nlm.nih.gov/pubmed/8598390
http://www.ncbi.nlm.nih.gov/pubmed/8598390
http://www.ncbi.nlm.nih.gov/pubmed/8598390
http://www.ncbi.nlm.nih.gov/pubmed/8598390
http://www.ncbi.nlm.nih.gov/pubmed/8598390
http://www.ncbi.nlm.nih.gov/pubmed/10449104
http://www.ncbi.nlm.nih.gov/pubmed/10449104
http://www.ncbi.nlm.nih.gov/pubmed/10449104
http://www.ncbi.nlm.nih.gov/pubmed/8960740
http://www.ncbi.nlm.nih.gov/pubmed/8960740
http://www.ncbi.nlm.nih.gov/pubmed/8960740
http://www.ncbi.nlm.nih.gov/pubmed/8960740
http://www.ncbi.nlm.nih.gov/pubmed/16934924
http://www.ncbi.nlm.nih.gov/pubmed/16934924
http://www.ncbi.nlm.nih.gov/pubmed/16934924
http://www.ncbi.nlm.nih.gov/pubmed/16934924


Citation: Jackson LJ, Selva S, Niedzielko T, Vollmer T (2014) B Cell Receptor Recognition of Glatiramer Acetate is Required for Efficacy through 
Antigen Presentation and Cytokine Production. J Clin Cell Immunol 5: 185. doi:10.4172/2155-9899.1000185

Page 14 of 14

Volume 5 • Issue 1 • 1000185
J Clin Cell Immunol
ISSN: 2155-9899 JCCI, an open access journal 

93.	Oreja-Guevara C, Ramos-Cejudo J, Aroeira LS, Chamorro B, Diez-Tejedor
E (2012) TH1/TH2 Cytokine profile in relapsing-remitting multiple sclerosis 
patients treated with Glatiramer acetate or Natalizumab. BMC Neurol 12: 95.

94.	Begum-Haque S, Christy M, Wang Y, Kasper E, Ochoa-Reparaz J, et al.
(2013) Glatiramer acetate biases dendritic cells towards an anti-inflammatory 
phenotype by modulating OPN, IL-17, and RORgammat responses and by
increasing IL-10 production in experimental allergic encephalomyelitis. J
Neuroimmunol 254: 117-124. 

95.	Jung S, Siglienti I, Grauer O, Magnus T, Scarlato G, et al. (2004) Induction of
IL-10 in rat peritoneal macrophages and dendritic cells by glatiramer acetate. J 
Neuroimmunol 148: 63-73.

96.	Sanna A, Fois ML, Arru G, Huang YM, Link H, et al. (2006) Glatiramer acetate 
reduces lymphocyte proliferation and enhances IL-5 and IL-13 production
through modulation of monocyte-derived dendritic cells in multiple sclerosis.
Clin Exp Immunol 143: 357-362.

97.	Sellebjerg F, Hesse D, Limborg S, Lund H, Søndergaard HB, et al. (2013) 
Dendritic cell, monocyte and T cell activation and response to glatiramer
acetate in multiple sclerosis. Mult Scler 19: 179-187.

98.	Vieira PL, Heystek HC, Wormmeester J, Wierenga EA, Kapsenberg ML (2003) 
Glatiramer acetate (copolymer-1, copaxone) promotes Th2 cell development
and increased IL-10 production through modulation of dendritic cells. J Immunol 
170: 4483-4488.

99.	Fillatreau S (2012) Editorial: B lymphocytes as programmers and effectors of 
immunity, their roles beyond antibody production. Infect Disord Drug Targets
12: 179-180.

100.	Fillatreau S (2013) Cytokine-producing B cells as regulators of pathogenic and 
protective immune responses. Ann Rheum Dis 72: ii80-84.

101.	Hoehlig K, Lampropoulou V, Roch T, Neves P, Calderon-Gomez E, et al.
(2008) Immune regulation by B cells and antibodies a view towards the clinic. 
Adv Immunol 98: 1-38.

102.	Lampropoulou V, Hoehlig K, Roch T, Neves P, Calderón Gómez E, et al. (2008) 
TLR-activated B cells suppress T cell-mediated autoimmunity. J Immunol 180: 
4763-4773.

103.	Lampropoulou V, Shen P, Hilgenberg E, Ries S, Opitz C, et al. (2012)
Functional interactions between B lymphocytes and the innate immune 
system. Infect Disord Drug Targets 12: 191-199.

104.	Thöne J, Gold R (2013) Review of laquinimod and its therapeutic potential in
multiple sclerosis. Expert Opin Pharmacother 14: 2545-2552.

105.	Boi¬ko AN, Gusev EI (2013) [Laquinimod is an oral drug with a marked
neuroprotective effect for pathogenetic treatment of multiple sclerosis(review)]. 
Zh Nevrol Psikhiatr Im S S Korsakova 113: 93-99.

106.	Jolivel V, Luessi F, Masri J, Kraus SH, Hubo M, et al. (2013) Modulation of 
dendritic cell properties by laquinimod as a mechanism for modulating multiple 
sclerosis. Brain 136: 1048-1066.

107.	Ruffini F, Rossi S, Bergamaschi A, Brambilla E, Finardi A, et al. (2013) 
Laquinimod prevents inflammation-induced synaptic alterations occurring in 
experimental autoimmune encephalomyelitis. Mult Scler 19: 1084-1094.

108.	Toubi E, Nussbaum S, Staun-Ram E, Snir A, Melamed D, et al. (2012)
Laquinimod modulates B cells and their regulatory effects on T cells in multiple 
sclerosis. J Neuroimmunol 251: 45-54.

109.	Brück W, Pförtner R, Pham T, Zhang J, Hayardeny L, et al. (2012) Reduced
astrocytic NF-ÎºB activation by laquinimod protects from cuprizone-induced 
demyelination. Acta Neuropathol 124: 411-424.

110.	Aharoni R, Saada R, Eilam R, Hayardeny L, Sela M, et al. (2012) Oral treatment 
with laquinimod augments regulatory T-cells and brain-derived neurotrophic
factor expression and reduces injury in the CNS of mice with experimental
autoimmune encephalomyelitis. J Neuroimmunol 251: 14-24. 

111.	Schulze-Topphoff U, Shetty A, Varrin-Doyer M, Molnarfi N, Sagan SA, et al. 
(2012) Laquinimod, a quinoline-3-carboxamide, induces type II myeloid cells
that modulate central nervous system autoimmunity. PLoS One 7: e33797.

112.	Thöne J, Ellrichmann G, Seubert S, Peruga I, Lee DH, et al. (2012) Modulation 
of autoimmune demyelination by laquinimod via induction of brain-derived
neurotrophic factor. Am J Pathol 180: 267-274.

113.	Brück W, Wegner C (2011) Insight into the mechanism of laquinimod action. J 
Neurol Sci 306: 173-179.

114.	Wegner C, Stadelmann C, Pförtner R, Raymond E, Feigelson S, et al. (2010) 
Laquinimod interferes with migratory capacity of T cells and reduces IL-17
levels, inflammatory demyelination and acute axonal damage in mice with 
experimental autoimmune encephalomyelitis. J Neuroimmunol 227: 133-143.

115.	Gurevich M, Gritzman T, Orbach R, Tuller T, Feldman A, et al. (2010) 
Laquinimod suppress antigen presentation in relapsing-remitting multiple
sclerosis: in-vitro high-throughput gene expression study. J Neuroimmunol
221: 87-94.

116.	Runström A, Leanderson T, Ohlsson L, Axelsson B (2006) Inhibition of the
development of chronic experimental autoimmune encephalomyelitis by
laquinimod (ABR-215062) in IFN-beta k.o. and wild type mice. J Neuroimmunol 
173: 69-78.

117.	Brunmark C, Runström A, Ohlsson L, Sparre B, Brodin T, et al. (2002) The new 
orally active immunoregulator laquinimod (ABR-215062) effectively inhibits
development and relapses of experimental autoimmune encephalomyelitis. J
Neuroimmunol 130: 163-172.

http://www.ncbi.nlm.nih.gov/pubmed/22989378
http://www.ncbi.nlm.nih.gov/pubmed/22989378
http://www.ncbi.nlm.nih.gov/pubmed/22989378
http://www.ncbi.nlm.nih.gov/pubmed/23141166
http://www.ncbi.nlm.nih.gov/pubmed/23141166
http://www.ncbi.nlm.nih.gov/pubmed/23141166
http://www.ncbi.nlm.nih.gov/pubmed/23141166
http://www.ncbi.nlm.nih.gov/pubmed/23141166
http://www.ncbi.nlm.nih.gov/pubmed/14975587
http://www.ncbi.nlm.nih.gov/pubmed/14975587
http://www.ncbi.nlm.nih.gov/pubmed/14975587
http://www.ncbi.nlm.nih.gov/pubmed/16412061
http://www.ncbi.nlm.nih.gov/pubmed/16412061
http://www.ncbi.nlm.nih.gov/pubmed/16412061
http://www.ncbi.nlm.nih.gov/pubmed/16412061
http://www.ncbi.nlm.nih.gov/pubmed/22653658
http://www.ncbi.nlm.nih.gov/pubmed/22653658
http://www.ncbi.nlm.nih.gov/pubmed/22653658
http://www.ncbi.nlm.nih.gov/pubmed/12707324
http://www.ncbi.nlm.nih.gov/pubmed/12707324
http://www.ncbi.nlm.nih.gov/pubmed/12707324
http://www.ncbi.nlm.nih.gov/pubmed/12707324
http://www.ncbi.nlm.nih.gov/pubmed/22394171
http://www.ncbi.nlm.nih.gov/pubmed/22394171
http://www.ncbi.nlm.nih.gov/pubmed/22394171
http://www.ncbi.nlm.nih.gov/pubmed/23253921
http://www.ncbi.nlm.nih.gov/pubmed/23253921
http://www.ncbi.nlm.nih.gov/pubmed/18772002
http://www.ncbi.nlm.nih.gov/pubmed/18772002
http://www.ncbi.nlm.nih.gov/pubmed/18772002
http://www.ncbi.nlm.nih.gov/pubmed/18354200
http://www.ncbi.nlm.nih.gov/pubmed/18354200
http://www.ncbi.nlm.nih.gov/pubmed/18354200
http://www.ncbi.nlm.nih.gov/pubmed/22394177
http://www.ncbi.nlm.nih.gov/pubmed/22394177
http://www.ncbi.nlm.nih.gov/pubmed/22394177
http://www.ncbi.nlm.nih.gov/pubmed/24215556
http://www.ncbi.nlm.nih.gov/pubmed/24215556
http://www.ncbi.nlm.nih.gov/pubmed/23675607
http://www.ncbi.nlm.nih.gov/pubmed/23675607
http://www.ncbi.nlm.nih.gov/pubmed/23675607
http://www.ncbi.nlm.nih.gov/pubmed/23518712
http://www.ncbi.nlm.nih.gov/pubmed/23518712
http://www.ncbi.nlm.nih.gov/pubmed/23518712
http://www.ncbi.nlm.nih.gov/pubmed/23232603
http://www.ncbi.nlm.nih.gov/pubmed/23232603
http://www.ncbi.nlm.nih.gov/pubmed/23232603
http://www.ncbi.nlm.nih.gov/pubmed/22846497
http://www.ncbi.nlm.nih.gov/pubmed/22846497
http://www.ncbi.nlm.nih.gov/pubmed/22846497
http://www.ncbi.nlm.nih.gov/pubmed/22766690
http://www.ncbi.nlm.nih.gov/pubmed/22766690
http://www.ncbi.nlm.nih.gov/pubmed/22766690
http://www.ncbi.nlm.nih.gov/pubmed/22749337
http://www.ncbi.nlm.nih.gov/pubmed/22749337
http://www.ncbi.nlm.nih.gov/pubmed/22749337
http://www.ncbi.nlm.nih.gov/pubmed/22749337
http://www.ncbi.nlm.nih.gov/pubmed/22479444
http://www.ncbi.nlm.nih.gov/pubmed/22479444
http://www.ncbi.nlm.nih.gov/pubmed/22479444
http://www.ncbi.nlm.nih.gov/pubmed/22152994
http://www.ncbi.nlm.nih.gov/pubmed/22152994
http://www.ncbi.nlm.nih.gov/pubmed/22152994
http://www.ncbi.nlm.nih.gov/pubmed/21429524
http://www.ncbi.nlm.nih.gov/pubmed/21429524
http://www.ncbi.nlm.nih.gov/pubmed/20684995
http://www.ncbi.nlm.nih.gov/pubmed/20684995
http://www.ncbi.nlm.nih.gov/pubmed/20684995
http://www.ncbi.nlm.nih.gov/pubmed/20684995
http://www.ncbi.nlm.nih.gov/pubmed/20347159
http://www.ncbi.nlm.nih.gov/pubmed/20347159
http://www.ncbi.nlm.nih.gov/pubmed/20347159
http://www.ncbi.nlm.nih.gov/pubmed/20347159
http://www.ncbi.nlm.nih.gov/pubmed/16472873
http://www.ncbi.nlm.nih.gov/pubmed/16472873
http://www.ncbi.nlm.nih.gov/pubmed/16472873
http://www.ncbi.nlm.nih.gov/pubmed/16472873
http://www.ncbi.nlm.nih.gov/pubmed/12225898
http://www.ncbi.nlm.nih.gov/pubmed/12225898
http://www.ncbi.nlm.nih.gov/pubmed/12225898
http://www.ncbi.nlm.nih.gov/pubmed/12225898

	Title
	Corresponding author
	Abstract
	Keywords
	Introduction
	Materials and Methods
	Mice
	Human specimens 
	Complete medium and conjugation of reagents
	GA binding experiments
	GA presentation by B cells to T cells 
	Intracellular phosphotyrosine staining and upregulation of activation markers on B cells
	Experimental autoimmune encephalomyelitis  
	Human GA experiments

	Results
	GA binds to the B cell receptor, and in vivo administration of GA in a non-inflammatory environment 
	GA is internalized and presented on MHC Class II molecules to CD4+ T lymphocytes
	GA induces signaling on B cells, upregulates early activation markers, but fails to induce expressio
	B lymphocytes maintain the efficacy observed with GA treatment in EAE and BCR recognition of GA is r
	B cell mediated efficacy in the EAE model is associated with a decrease in GA+ cells in the brain
	GA binds to the BCR on human B cells from MS patients  
	GA induces differential cytokine profiles from MS patients B cells 

	Discussion
	Financial Support for the Study  
	Figure 1
	Figure 2
	Figure 3
	Figure 4
	Figure 5
	Figure 6
	Figure 7
	References

