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differentiation method that may facilitate clinical translation of hESC- and s
IPSC-derived cells. This method Iinvolves forced aggregation of defined
numbers of undifferentiated hESCs or iPSCs in 96-well plates by ReS U ItS
centrifugation to form embryoid bodies (spin EBs) of a uniform size. We
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mature blood lineage cells from bot > and| > . Isotype p o PR L CDAsPE . DPPE hESCs and iPSCs. Spin EB-differentiated CD34*CD45* blood precursor cells in the serum-free and stromal-free
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w S A *  cells from hESCs (H9) and iPSCs (Lako- | |gnin EB system, as measured by flow cytometry (Fig 2 A & B).
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"To.26 0 §' "T538  lugr 317 8.72 CD34*CD43* populations by day 8 and a
o - - 1 : ] = | CD34+*CD45* population by day 12 from _ _ o
g%lgoEli dlDi;ff;reerre]tri]:tzgol—rllé ?;Z%eclsir;? iIIID SCs were olated in each well of kol both H9 and iPSCs. (C) The generation of \When transferred into a second stage of differentiation, blood cell
WOU U P i i plood precursor cells at day 12 Was | Iprecursors generated through spin EB culture of hESCs and iPSCs
a round-bottom 96-well plate. The cells were forced to aggregate by ord | e L e : - g Iy further diff T blood | Is. includi hroid
centrifugation — forming “Spin EBs” of uniform size. The spin EBs were B it e i, gl hematopoletic colony forming assays. Data urther differentiate into mature blood lineage cells, including erythrol
J | _ R | sotype shown are total colony forming units per 10 (CD45-GlyA*; Fig 3A & B) and myeloid (CD45*CD33*; Fig. 3C)
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plates for a second stage of differentiation to promote generation of o S 5
mature blood lineage cells. In Stage Il differentiation, EBs from stage | z E 0 The results support the use of the Spin-EB protocol for efficient
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for 4 weeks and were harvested regularly for phenotypic analysis. H9 Lako iPS mature blood lineage cells in a second stage of differentiation.
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Hematopoietic Colony Assay of Differentiated hESCs and IPSCs Figure 3: Phenotypic analysis of blood lineage cells derived from Stage Il differentiation of hESCs and iPSCs. (A) ! Melinda Hexum: For invaluable guidance and help with experimental set-up
3 x 104 cells harvested from day 11 Stage | Spin-EBS were plated N Flow cytometric analysis_ of Stage ll-differentiated iPSCs at day 11 stage | +day88t§1geldemonstrates the geqere}tion of and maintenance.
.y : : : erythroid (CD45 GlyA*) lineage cells. (B) 10X Image of day 11 stage Il + day 8 stage | IPSC-derived cultures confirming the
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units were scored after 11 days of incubation.
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