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SUPPLEMENTAL MATERIAL

Ubieta et al., https​://doi​.org​/10​.1084​/jem​.20160514

Figure S1.  Expression of Fra-2 in B cell lineage. (a) Real-time PCR analyses of Fra-2 mRNA abundance in bone marrow B cell subsets (pro–, pre–, and 
immature [immt] B cells) and B cell subsets isolated from spleen (T1, T2, MZB, and FO B cells) of Fra-2ΔB cell and littermate control mice. Relative expression 
to housekeeping genes (n = 5–6). (b) Real-time PCR analyses of Fra-2 mRNA levels in unstimulated or in 6 h LPS, LPS+IL4, or CD40/BCR/IL4 stimulated 
splenic T1, T2, MZB, and FO and peritoneal B1 littermate control B cells. (c) Real-time PCR analyses of Fra-2 mRNA levels in pro–B cells after 3 and 6 h of IL-7 
stimulation (n = 5). Different B cell subsets were sorted by flow cytometry. Relative expression to housekeeping genes. (d) Genotyping PCR of MACS-sorted 
B220+ cells from bone marrow of WT C57BL/6 mice. Bars represent mean values ± SD. Data show one representative out of three independent experiments. 
Statistical analyses were performed using Student’s t test; *, P < 0.05. PT, peritoneal cavity; Unst, unstimulated.
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Figure S2.  In vitro IL-7 stimulations of B cells from Fra-2ΔB cell and littermate control mice. Flow cytometry analysis of pro/large pre–B cells, small 
pre–B cells, and immature B cells after 5 d of stimulation with IL-7 (0.05 and 5 ng/ml). Bars represent mean values ± SD (n = 5). Data show one represen-
tative out of three independent experiments. Statistical analyses were performed using Student’s t test.
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Figure S3.  Fra-2 recognition sequence in B220+ bone marrow B cells. (a) Consensus Fra-2 recognition sequence in B220+ bone marrow B cells 
of WT mice identified by ChIP-seq analyses. (b) ChIP-seq analysis of the binding of Fra-2 at Lyn and pdk3 promoters (n = 3) performed in B220+ B 
cells from control mice.
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Figure S4.  In vitro LPS or CD40/BCR/IL-4 stimulations of Fra-2ΔB cell and littermate control B cells. (a and b) Flow cytometry analysis of the pro-
liferation rate in Fra-2ΔB cell and littermate control pro–B cells after 3 d of LPS or CD40/BCR/IL-4 stimulation. Bars represent mean values ± SD (n = 3). Data 
show one representative out of three independent experiments.

Figure S5.  Rescue expression of B cell genes. Real-time PCR analysis of Foxo1 and Irf4 genes of pro–B cell culture after infection with IRES-GFP, 
IRES-Foxo1-GFP, and IRES-Irf4-GFP expressing retrovirus and after stimulation with IL-7 for 5 d (n = 5). Bars represent mean values ± SD (n = 5). Data show 
one representative out of three independent experiments. Statistical analyses were performed using Student’s t test; *, P < 0.05.


