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Supplementary Table 1: Antibodies used for flow cytometry 

antigen conjugate host / istoype clone supplier 

Panel 1     

CD45 Alexa Fluor700 Rat / IgG2b, kappa 30-F11 BD Biosciences 

CD3 Fitc Rat / IgG2b, kappa 17A2 eBioscience 

CD4 PE-Cy7 Rat / IgG2a, kappa RM4-5 BD Biosciences 

CD8a PerCP Rat / IgG2a, kappa 53-6.7 BD Biosciences 

CD19 APC Rat / IgG2a, kappa eBio1D3 eBioscience 

NK1.1 BD Horizon V450 Mouse / IgG2a, kappa PK136 BD Biosciences 

Panel 2     

CD45 Alexa Fluor700 Rat / IgG2b, kappa 30-F11 BD Biosciences 

CD3 Fitc Rat / IgG2b, kappa 17A2 eBioscience 

CD8a PerCP Rat / IgG2a, kappa 53-6.7 BD Biosciences 

CD4 Pacific Blue Rat / IgG2a, kappa RM4-5 BD 

Foxp3 PE Rat / IgG2a, kappa FJK-16s eBioscience 

Panel 3     

CD45 Alexa Fluor700 Rat / IgG2b, kappa 30-F11 BD Biosciences 

Ly6G FITC Rat / IgG2a, kappa 1A8 BD Biosciences 

CD115 APC Rat / IgG2a, kappa AFS98 eBioscience 

Ly6C BD Horizon V450 Rat / IgM, kappa AL-21 BD Biosciences 

CD11b PE-Cy7 Rat / IgG2b, kappa M1/70 eBioscience 

CD11c PE Hamster / IgG N418 Miltenyi Biotec 

CD3 PerCP-Cy5.5 American Hamster / IgG1, kappa 145-2C11 BD Biosciences 

CD45R (B220) PerCP-Cy5.5 Rat / IgG2a, kappa RA3-6B2 eBioscience 

NK1.1 PerCP-Cy5.5 Mouse / IgG2a, kappa PK136 eBioscience 

 

  



 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Supplementary Fig. S1: Gating strategy to identify leukocyte subsets by flow cytometry 

in blood and brain samples. Leukocytes were identified by their CD45 expression. For brain 

samples peripheral leukocytes were distinguished from microglia based on their high CD45 

expression compared to low/intermediate expression of CD45 on microglia (Sedgwick et al., 

1991;Mausberg et al., 2009;Ritzel et al., 2015). Viable cells were identified as FVD (fixable 

viability dye) negative cells. (A) For analysis of lymphoid cells (Supplementary Table 1, 

A) B) 

Blood Brain 

C) 



Panel 1) CD45
+/high

FVD
-
 cells were gated for B lymphocytes (CD19) and natural killer cells 

(NK1.1). The remaining cells (P5) were gated for CD4 (CD3
+
CD4

+
) and CD8 (CD3

+
CD8

+
) T 

cells. (B) For myeloid subsets (Supplementary Table 1, Panel 3) viable leukocytes were gated 

for lymphocyte-depleted cells (CD3
-
, NK1.1

-
, B220

-
) to exclude contamination with lymphoid 

subsets, which can partially express myeloid markers such as CD11b. This population was 

further subdivided by CD115 and Ly6G expression to identify monocytes and neutrophils, 

respectively. The remaining cells (P2) were gated by CD11b and CD11c to distinguish 

dendritic cells (Ly6G-, CD115-, CD11c
high

) and macrophages (Ly6G
-
, CD115

-
, CD11c

-
, 

CD11b
+
). Inflammatory monocytes and macrophages were identified as Ly6C

+
 cells. (C) 

Regulatory T cells (Supplementary Table 1, Panel 2) were identified within the 

CD45
+/high

CD3
+
CD4

+
 population based on their Foxp3 expression. 

  



 

 

 

 

Supplementary Fig. S2: A single injection of FTY720 in postnatal day 9 mice does not 

modulate circulating B lymphocyte and natural killer cell counts. Naïve nine day old 

C57BL/6 mice received a single i.p. injection of 1 mg/kg FTY720 (in 0.9% NaCl). Saline-

treated animals served as control. One, 3 and 7 days after injection, B lymphocytes (CD45
+
, 

CD19
+
) (A) and natural killer cells (CD45

+
NK1.1

+
) (B) were quantified in the blood via flow 

cytometry. n=11-13 for d1, n=8-10/group for d3, n=7-8/group for d7 
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Supplementary Fig. S3: No impact of FTY720 treatment on HI-induced brain injury in 

the striatum. Histological brain injury was determined on cresyl violet stained 20 µm 

cryostat sections of P16 mice that were exposed to HI followed by a single i.p. injection of 1 

mg/kg FTY720 or 0.9% NaCl (saline) on P9. (A) Injury scores were assessed in the striatum 

according to a previously described scoring system (Sheldon et al., 1998;Reinboth et al., 

2016) with rating from 0 to 3 (0- no detectable cell loss, 1- small focal areas of neuronal cell 

loss, 2- moderate to severe cell loss, 3- cystic infarction and gliosis). (B) Striatal atrophy was 

assessed in two consecutive sections (+0.2 to +0.3 mm from bregma) through area 

measurement of demarcating striatal areas using Image J. n=14-16/group 
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