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transgene-expressing iPSC-derived _ Figure 1. Development of gene-edited iPS cells. Figure 1a. Donor single-stranded DNA consisting of an gl = UcoESie TRA-1-60 96.9% 95.2% 99.9% 99.9%
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those containing biallelic transgene insertions were expanded and used for downstream differentiations.
Figure 2. Expression of pluripotency markers and GFP in gene-edited iPS cell lines. Figure 2a. Brightfield (top) and GFP

(bottom) images of wild-type and gene-edited iPSCs prior to differentiation. Figure 2b. Left: Percentage of GFP+ iPSCs
determined using flow cytometry (n=3). Right: Relative median fluorescence intensity (MFIl) of GFP+ iPSCs. Figure 2C. Relative
MRNA expression levels of Oct4, Sox2, and Nanog determined using RT-PCR. Figure 2D. Percentage of iPSCs expressing
pluripotency markers TRA-1-60 and TRA-1-81 determined using flow cytometry.
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Figure 3. Differentiation of iPSCs into lymphocytes. Gene-edited iPSCs were seeded into microwells on
day 0 in Embryoid Body (EB) Formation Medium (STEMCELL Technologies™) and transferred to a non-tissue
culture treated plate on day 5. On day 12, EBs were enzymatically dissociated into single cells and underwent
magnetic bead selection to isolate CD34+ cells. Selected cells were seeded into Lymphoid Progenitor
Expansion Medium (STEMCELL Technologies™), followed by NK Cell Differentiation Medium (STEMCELL

C onc I usions Technologies™), and then characterized.

Figure 4. Dissociation of embryoid bodies and isolation of CD34+ cells. Figure 4a. Brightfield (top) and GFP
(bottom) images of iPSC-derived embryoid bodies on day 5 of differentiation. Figure 4b. Percentage of CD34+
cells recovered after enzymatic dissociation of EBs on day 12, assessed using cell count after CD34 selection.
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Figure 9. Assessment of key macrophage and iPSC markers. Figure 9a. Expression of CD14
(lipopolysaccharide binding receptor), CD45 (leukocyte common antigen), and CD64 (Fc gamma
receptor) on day 36 of differentiation was evaluated using flow cytometry. Figure 9b. Relative mRNA
expression levels of Oct4 on days 0, 36, and 69 were assessed using RT-PCR. (Note: wild-type cells

were not evaluated on day 69.)
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