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Background Study purpose

%> Myasthenia Gravis (MG) Yy To develop an immunomodulating approach in clinical perspective, we compared.:

- MG is a rare neuromuscular disease. Research Grade MSC PBMC
L , , , _ , o Phenotype + . M N
- Pathogenicity is due to autoantibodies directed against proteins VS A Conditioning Saugy ONOCYytes
of the neuromuscular endplate. o Functional capacities IFNy

Clinical Grade MSC
- Common treatments (corticosteroids and azathioprine) trigger

severe side-effects, mandating the set-up of novel therapies.
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- MSC are non hematopoietic multipotent progenitor cells.
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- They can modulate the immune system via soluble mediators
and cell-cell contacts.

- Previous studies in our new MG animal model, show that the
transfer of MSC conditioned by peripheral blood mononucleated
cells (PBMC) improved the clinical status of the animals.
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- Adipose derived MSC were obtained from ongoing collaborations: H. Rouard
(EFS); J. Larghéro, V. Vanneaux (Hop. St Louis); D. Noél (INSERM UMRS 1183); C. Figure 2: Markers that show significant differential
Martinaud (CTSA) . GR.ASC.1509 expression between RG and CG cultures
O GR.ASC.1347
m ASC13

Y PBMC/ Monocytes samples

- PBMCs were obtained from venous blood from healthy volunteer donors (EFS,
Rungis, France) using the Lymphoprep density gradient centrifugation protocol.

» Strong correlation in markers expression for

GR.ASC.1510

different CG cultures. Idem for RG cultures
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» RG and CG are close in phenotype
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- Purified monocytes were sorted from PBMC by immunomagnetic negative O
selection using anti-human CD14 antibody complexed to magnetic particles. Q St Rl » 15/61 markers distinguish CG from RG
. . GC.LIPO.43
%) MSC thawing, cell culture and expansion.
- Cells were seeded at a density of 4,000/cm? cells/ Figure 1: Strong correlation between different RG and CG MSC phenotype change upon Conditioning
. markers. Correlation between each pair of culture is visualized
- Media culture for: . . . .
through a colored circle and the correlation coefficient (color defines Research | Clinical
o RG: a-MEM + 10% Fetal Bovine Serum + 1ng/ml bFGF + antibiotics the direction of relationship and the correlation coefficient indicates Grade Grade
: e d f iation, £ 1 indicat fect iati
o CG:a-MEM + 5% by platelet lysate + 2U/ml heparin + antibiotics SErEe Of assotiation indicates a perfect association)
- Cells were kept in a 37 °C humidified incubator containing 5% CO2.
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- Activated PBMC were labeled with carboxyfluorescein succinimidyl ester (CFSE), and

treatments. The CyTOF definition of new
put in contact with resting or conditioned CG MSC (1:5 ratio)

subpopulations may contribute to validate a

I"I! Inserm cell therapy product for immunomodulation
v purposes.

’* Excelencia es futuro

- After 3 days, the percentage of proliferating PBMC out of the total live cells was "‘
assessed by flow cytometry.
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