_ ,.f- ~Analysis of B regulatory cells with phenotype CD19+*CD24"CD27*IL-10* and CD19+IL-10* in the peripheral

BARCELONA blood of children with Graves’ disease and Hashimoto’s thyroiditis

EBuropean Sodety for Poediotric Bndocrnolagy

1BossowsKi A, ?K. Grubczak, *M. Dabrowska, # P. Snight, 1B. Sawicka, “M. Jeznach, 4 A. Bossowska, “M. Moniuszkao,
1 Department of Pediatrics Endocrinology, Diabetology with the Cardiology Division.? Department of Regenerative Medicine and Immune Regulation.
R EAGEIBVOER  SDepartment of Hematology Diagnostic. Medical University in Bialystok. Poland. *Division of Cardiology, Internal Affairs and Administration Ministry Hospital in
Biatystok, Poland

The authors have

Introduction Results

B cells: from mature to plasma
(Ab. Producing cells)

B cells in the immune system B cells are of dual function CD19+IL-10+ [% of Lymphocytes]

Pro-inflammation ‘/ \ Inhibitory 0.0080

co18 co19 CD20 CD19 5"
— g o- 0.0330
IL-4

cbzz cpz7 L€ 1 |
cD19 "

They are
Mature Memory 4( f( recognized as L0
B cells are much beyond 10% TGF-

lg Producing

cD2

being lg produces . Emal-;:.l;‘m

B reg cells: B reg cell function

-suppressors of inflammation
-maintenance of self-tolerance

Granzymes Etl.ﬂf grﬂup
IL-10, IL-10, TGFpB +
Ll
Apoptosis

Proliferation 11,
TNF

Structure and function of Bregs

Materials

CD19+CD24+CD27+IL-10+ [% of Lymphocytes]

0.0553
0.0878

CO19+CiEa+CiDE T+
a 48

CD1d+CD5+CD19+CD24+CD27+IL-10+ [% of Lymphocytes]

CO19+CO24+CO27 =IL-10+ 1 CRIB- LA O T+ 110
1.61 10 19,2

TSAb SRR [%]
]
(2]
(]
1
TBAb % inhibicji

Methods

u_

T T
GD GD + GO

1. EDTA-anticoagulated peripheral blood has been collected from children with | k% SRR% = (srednie TS| badane] probki/érednie TS| referencyine) x 100
Graves of Hashimoto disease, and from healthy patients. Peripheral blood [
mononuclear cells (PBMC) were isolated by density-gradient centrifugation

using Ficoll (Histopaque-1077, Sigma-Aldrich). Following isolation PBMC were

suspended in RPMI medium (RPMI-1640 Medium, Sigma-Aldrich, Missouri)

supplemented with 10% Fetal Bovine Serum (Fetal Bovine Serum, Gibco) and

1% Penicillin/Streptomycin (Penicillin-Streptomycin, Sigma-Aldrich, Missouri).

Subsequently, cells were incubated for 5 hours at 37° C in 5% CO, in presence

of TLR9 agonist (CpG ODN, InvivoGen) and PMA/Ionomycin/Brefeldin A

(Laukocyte Activation Coctail with GolgiPlug, BD Bioscience). PBMC cultured in

enriched RPMI medium alone served as a negative control. CD19+IL-10* CD19"CD24"CD27'IL-10* CD19+IL-10" HT CD19°CD24"CD27'IL-10"
Immunostaining and flow cytometric analysis. GD __Gp I HT
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Following incubation PBMC were collected and subjected to extracellular RO I ER SEe e =
staining with fluorochrome conjugated monoclonal antibodies including: anti- e iyl e S e
CD1d, anti-CD5, anti-CD19, anti-CD24 and anti-CD27 (BD Biosciences). After P . R=0.58
incubation for 30 min. at room temperature, in the dark cells were washed and TSAb am:;:b ::7:
permeabilized prior to intracellular staining (BD FACS Permabilization Solution TBI REDLE
2, BD Bioscience). For intracellular staining anti-IL-10 monoclonal antibodies — NS
were used. Next incubation for 30 min. (room temperature, in the dark cells) Conclusions
and washing step was followed by acquisition of data on FACSCanto II flow
cytometer (BD Biosciences) and analysed with the use of FlowJo software (Tree
Star Inc.) Regulatory B10 cells were distinguished within pool of CD19+ B on the
basis of stimulation induced production of IL-10. CD1d, CD5, CD24 and CD27
expression markers were used to determine the full phenotype of B10 cells.

2. TSAD levels were measured with a commercial bioassay that uses a chimeric
TSH-R and a CRE-dependent luciferase (Thyretain, Quidel Corp., San Diego, CA).
TSAb results were expressed as percentage of specimen-to-reference ratio

(SRR%). Values TSAb 2140% & TBAb>40% were considered positive.
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