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Supplementary Figure Legends

Figure S1: Comparison of B1 and B2 progenitor cellularity in the BM and lkaros
expression in WT and cKO B1 progenitors. (A) Mean % of BM B1 and B2 progenitors
(B220"CD43*IgM") after birth as indicated. D1: one day after birth. (B) Loss of lkaros
expression in cKO mice was analyzed by intracellular staining with the FoxP3 staining kit
(eBioscience) followed by flow cytometry. As staining controls, BM B cells (CD19* IgM™) from
Ik"Mb-1-Cre* (cKO), Ik™Mb-1-Cre” (WT), Ik""Mb-1-Cre* (Ik+/-) and BH1 cells, an lkaros
deficient pre-B cell line (Ik-/-) were used (left panel).” Ikaros expression in WT or cKO BM B1
progenitor cells were assessed (right panel). The control in the right panel corresponds to cells

stained only with the secondary antibody.

Figure S2: RNA-seq analysis of WT and cKO B1 progenitor cells. RNA-seq analysis of B1
progenitors (LinlgM'CD93"CD19*B2207°) from 3 WT and 3 cKO mice (4 weeks old) as
indicated (exp. # 1-3). RNA was extracted (RNeasy, QIAGEN), libraries were prepared
(SMART-Seq v4 Ultra Low Input kitRNA, Clontech; NEXTERA XT, lllumina), and sequencing
was performed (50bp reads, HiSeq 4000, lllumina). Sequences were aligned onto the Mus
musculus genome (mm10 assembly) using STAR software version 2.5.3a.> Gene expression
quantification was done with htseg-count version 0.6.1p1 using annotations from Ensembl
release 90 and comparisons of gene expression between different samples were performed
using DESeq2 software version 1.16.1 Bioconductor package.®* Genes, differentially
expressed in each experiment, were selected (JLog2 FC|> 2, p <0.05) and visualized by
hierarchical clustering generated with Cluster 3.0 and TreeView 1.1.6r4. The positions of

specific genes are indicated. Yellow: upregulated, blue: downregulated in cKO.

Figure S3: Expression of TdTomato and BCR-ABL1 in transduced B1 progenitors. (A)
BM or FL B1 progenitors from WT and cKO mice were sorted, cultured for 24h, and retrovirally
transduced with BCR-ABL1-IRES-TdTomato (BCR-ABL1) or IRES-TdTomato (pMITo).> After



8-10 days, expression of the TdTomato reporter was analyzed by flow cyometry prior to
injection. (B) Western blot analysis of BM cKO B1 progenitor cells transduced with pMITo or
BCR-ABL1 that were cultured for 5 weeks. Cell extracts were prepared with RIPA buffer,
separated by SDS-PAGE and blotted on a PVDF membrane. BCR-ABL1 expression was
examined with an anti-Abl antibody (Cell Signaling #2862) using the enhanced
chemiluminescence system. B-actin was used as a loading control. (C) Spleens from a non-
transplanted NSG mouse (NSG) or NSG mice transplanted with BM cKO B1 progenitors
transduced with pMITo (cKO pMITo), with BM WT or cKO B1 progenitors transduced with
BCR-ABL1 (WT BCR-ABL; sick 56 days after transplantation. cKO BCR-ABL; sick 29 days
after transplantation).

1. Heizmann B, Kastner P, Chan S. lkaros is absolutely required for pre-B cell
differentiation by attenuating IL-7 signals. J Exp Med 2013;210(13):2823-2832.

2. Dobin A, Davis CA, Schlesinger F, et al. STAR: Ultrafast universal RNA-seq aligner.
Bioinformatics 2013;29(1):15-21.

3. Anders S, Pyl PT, Huber W. HTSeq-A Python framework to work with high-throughput
sequencing data. Bioinformatics 2015;31(2):166—169.

4. Love MI, Huber W, Anders S. Moderated estimation of fold change and dispersion for
RNA-seq data with DESeq2. Genome Biol 2014;15(12):1-21.

5. Montecino-Rodriguez E, Li K, Fice M, Dorshkind K. Murine B-1 B Cell Progenitors
Initiate B-Acute Lymphoblastic Leukemia with Features of High-Risk Disease. J
Immunol 2014;192(11):5171-5178.



% of total

m WT A WT

i B2 progenitor
m cKO B1 progenitor ‘o KO prog

D11 2 3 4 5 6 8 10 12 16
weeks after birth

— oK KO B1 it

....... WT =-C progenitor

—_— k- 1 @l iy WT B1 progenitor
IK+/- == Control

Ikaros

Ikaros

Figure S1



WT cKO

Figure S2

n=1226

up-regulated

B down-regulated

n=2549



BCR-ABL
WT cKO
18 19
BM
3N 23
8 | FL
%)
TdTomato >

1cm

Figure S3

Q)\/
& cf‘“v
Q D
kD
250—| -+—BCR-ABL1

120—

90—

»
actin

~— Abl




	Simand_sup text
	S1
	S2
	S3

