red histograms overlaid with the data from the isotype-matched control mAbs (white histograms

outlined in black; n=6, 3 from 1%t trimester and 3 from 2" trimester).
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Bone Marrow samples analyzed for human CD34, CD45, CD59 and B2-microglobulin ||
expression. | No chimerism detected and no further analysis performed.
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Fig. S3. Overview of hematopoietic engraftment and selected flow cytometric analyses of
chorion transplants in immunodeficient mice. Heat maps indicate the lineage analyses
performed for the three hematopoietic tissues examined and whether engraftment was observed for
each of the 28 transplanted cell isolates. Results are presented according to gestation age of the
donor tissue (youngest at the top), which parallels the presentation of the summary findings
presented in Fig. 5B of the manuscript. Each row of a heat map represents a single transplanted
mouse. At a minimum, all mice were analyzed with a single panel of antibodies staining widely
expressed human antigens (CD34, CD45, CD59 and CD81 or B2-microglobulin). If no human
chimerism was detected, then no further analysis was performed. Otherwise, mice were analyzed
for the presence of human CD34+, myeloid, erythroid and B-lymphoid bone marrow cells in addition
to any other indicated tissue/lineage analyses. Fig. 6 in the manuscript presents a broad analysis of
hematopoietic engraftment in one mouse. Additional examples of flow cytometry results showing
full and partial engraftment are presented herein: 1) First trimester tissues generally did not engraft
mice with the exception of T- and B-lymphocyte engraftment observed in some mice (6.2 and 11.3
weeks’ gestation grafts), 2) the youngest tissue yielding full engraftment was 15.2 weeks’ gestation,
3) another examples of full engraftment is shown for the 17.3 weeks’ gestation graft, 4) an example
of partial (B-cell) engraftment is shown for the 20.1 weeks’ gestation sample, 5) anther example of
partial engraftment in which erythroid engraftment could not be documented is shown for one of the
24.0 weeks’ gestation samples, 6) partial myeloid engraftment was observed in some transplants of
third trimester tissues - e.g, 38.0 weeks’ gestation- with very low numbers of CD19+ cells being
observed as well, in some cases, and 7) a single case of full engraftment was observed in a mouse
transplanted with third trimester cells (38.4 weeks’ gestation). The symbols & and € are used to
indicate the mouse, tissue and cell lineage represented by the flow cytometry data shown
associated with the individual heat maps. Analyses labeled with red text represent negative data
and black text represents positive engraftment data.
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Supplemental Figure S4. Oxygen levels do not significantly affect the in vitro

hematopoietic potential of 1st trimester chorionic hematopoietic progenitors.
Prior to 7 wks the chorion and the chorionic villi could not be separated and were
analyzed together. Afterwards the chorion was processed separately from the villi. Cells
were cultured for 3 wks in either physiological hypoxia (1% O, blue) or standard

conditions (20% O,, red). (A) CFU-GM (granulocyte-macrophage) colonies were

enumerated at the gestational ages indicated. (B) CFU-F (fibroblast) colonies in the
same cultures were also enumerated. Data in A and B are mean + SEM of 3-5 plates/
sample.
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Supplementary Table S1. This table contains a full list of the monoclonal antibodies against
human and mouse antigens utilized in flow cytometry analyses, including the fluorochrome
label, isotype, clone name and source.

Click here to Download Table S1
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