Supporting Information

TSLP or IL-7 provide an IL-7Ra signal that is critical for human B lymphopoiesis

Terry-Ann M. Milford, " Ruijun Jeanna Su,” Olivia L. Francis,' Ineavely Baez," Shannalee R.
Martinez," Jacqueline S. Coats,' Abby J. Weldon, ? Milcris N. Calderon,” Michael C. Nwosu,’
Allen R. Botimer,” Batul T. Suterwala,’ Xiao-Bing Zhang,' Christopher L. Morris," David J.
Weldon? Sinisa Dovat,® and Kimberly J. Payne"

'Loma Linda University School of Medicine, Loma Linda, CA, USA
2Loma Linda University School of Pharmacy, Loma Linda, CA, USA
*Pennsylvania State University Medical College, Department of Pediatrics, Hershey, USA

*Correspondence to: Kimberly J. Payne, Department of Pathology and Human Anatomy,
Center for Health Disparities and Molecular Medicine, First floor Mortensen Hall, 11085
Campus St., Loma Linda University Telephone: 909-558-4300 Ext. 81363

FAX: 909-558-0177



LR S Tt

PAX-5

oo

BrdU

r’CDﬂ?x o

Figure S1. Gating strategy to ldentify B cell progenitors generated in human-only
selective cytokine co-cultures. Human CB CD34+ cells were cultured with human stromal
cells as described in the supporting methods. Cultures were harvested at three weeks and
stained for flow cytometry analysis. Cells were gated as shown above: A) Intact cells (non-
debris) were gated based on light scatter. B) In some but not all experiments, living cells were
identified by negative staining using a viability dye (FVD). C) Lymphoid cells were gated based
on low forward and side scatter. D) B cell progenitors identified by positive staining for CD19.



A Surface Markers Used to Identify Human Progenitors and B Cell Subsets
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Figure S2. Flow cytometry to Identify hematopoietic subsets in xenografts with selective
IL-7 and hTSLP stimulation. Human CB CD34+ cells were injected by tail vein into mice
engineered to express hTSLP (+T mice) or that lacked hTSLP (-T mice) as described in
methods and previously reported (Francis, et al 2015). Beginning 5 weeks after injection of
CD34+ cells, mice were treated for two weeks with neutralizing anti-human/mouse IL-7 antibody
or isotype-matched control antibody to generate mice with no hTSLP and reduced IL-7
stimulation (—T-7 mice); mice with no hTSLP and normal IL-7 (-T+7 mice); and mice with
physiological hTSLP and reduced IL-7 (+T—7 mice). Mice were euthanized seven weeks post-
transplant and BM harvested and stained for human specific markers to identify progenitors,
developmentally sequential B cell subsets and non-B cells in the BM of indicated xenograft
groups. (A) Surface immunophenotypes used to identify indicated hematopoietic subsets in
xenograft mice. (B-D) Flow cytometry plots showing gating and representative data from n=4
xenografts in each group (B) —T—7 xenografts (C) —T+7 xenografts and (D) +T-7 xenografts.
Gates were set based on isotype controls.





