


Table 2. Cell viability and percentages of hematopoietic cells in freshly dissected E2 and
E3 tissues (Day 0) and in the different tissue CAM retrieved 5 days post-transplantation
(Day 5).

Percentages of cells

Embryo stage  Tissues Time of analysis 7AAD" @ 7AAD CD45* ®)
E2 Trunk Day 0 96.9 £ 0.7 0.35+0.08
Day 5 93.7+35 8.7+54
Yolk sac Day 0 96.4+2.2 81+1.6
Day 5 79.7+£16.3 35.2+20.8
E3 AGM © Day 0 97.4+0.2 1.5+0.2
Day 5 94.0+1.0 9.0+4.7
Yolk sac Day 0 95.6 +45 15.1+6.2
Day 5 69.9+7.6 205+ 2.8
Allantois Day 0 96.3+0.5 16+0.6
Day 5 86.5+7.2 14075

@Viable total cells.
®Vjable hematopoietic cells.
©AGM: aorta-gonad-mesonephros.

n=3 cases per condition.
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Fig. S2. The allantois engrafts and connects to the recipient vascular network in
allantois CAM recipients.

(A, B) Transmitted light (A; BF, bright filter) and fluorescent (B; GFP, green) pictures of a
grafted allantois isolated 12 days post-transplantation.

(C) Enlarged view (transmitted light) of the allantois (boxed area in A) showing the well-
formed vascular network and the presence of circulating erythrocytes (black arrows).

(D) Enlarged view of the dashed box shown in (C) (black arrows indicate erythrocytes).

The scale bars represent Smm in (A) and (B); 1mm in (C); 500!m in (D).
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Fig. S3. Analysis of donor contribution in AGM recipients by flow cytometry and PCR.
(A) Flow cytometry analysis showing donor-cell contribution (GFP) in bone marrow (BM),
spleen (Sp), thymus (Thy), bursa of Fabricius (BF) and blood of a reconstituted adult AGM
CAM recipient isolated at 5 months post-transplantation. Noteworthy, the AGM was initially
isolated from E3 GFP' embryo. Data are represented in histograms (GFP, red line; control,
black line). Lines indicate the percentages of donor contribution (GFP) in whole tissues.

(B) Representative semi-quantitative PCR analysis of hematopoietic tissue DNA from an
adult AGM CAM recipient isolated at 5 months post-transplantation. GFP indicates the donor
contribution and GAPDH is used for DNA normalization control PCR fragment. DNA
dilution controls (0 to 100%) were used to quantitate percentages of donor chimerism that are

indicated below each lane. WT, wild type bone marrow control.
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