A B
- apa>a ECs
315 315
HEs 2 2
- + e a»ECs 210 310 mEC
S, 4 - £
& Y B HE
be"é, "%@ _‘%9045 - 205 kL
& s s HHSC
$ Q [}
& © 0 © 0
ch25h cyp7b1
< D - ° ap >
ECs ECs HSPCs ECs
c HSPC EC HE
Q1-UL(21.88%) 37.69%| joruizassy 1.53%)]| jaruueazh 31.63%,
o
1)
=
o
[, : arir e Jarilisesh aurow| Jetadiro) Q1R 80%)
8 Q1-UL(22.83%) 3761% Q1-UL{20.18%) 0‘930& Q1-UL(18.34%) 637%
o e
o
N
©
£ E
ke
O E
el aririsaon| JariiEe o) Q14RO 19% atirasT)
D cKit
Gate:Tie2-PE positive E " 5
W DMSO o I
807 ‘ @ 7a-25-0HC . I a [11DMSO
| 3 2 . l70-25-0HC
60 ‘rk‘ 5 o8 I
°% <3<}
o= 1 £
aX 4 X 1
35 T
404 2 E § %
5| 20 2 &
8 Qo ()
< =
0 \ ot Al 0 0
102 10° 10¢ 108 10°
Notch1-FITC
F
0 Ig i @ 2
jo13 1.7
w's ©
»
8 ©
=
(=] 10 -
O iy ey Oy ey
IO‘7 Iﬂl 101 lD) W. ws Wq IOl 101 lD) w‘
Gr1/CD11b B220
G ST
0 Za1
] -~ 758
(o]
z o
O
f}l 50
2 25
PR SR B | O e e
101 ll7’ 10* Il)5 |o° m' m’ Iﬂ‘ M‘ I0S
CD45 Gr1/CD11b
Supplementary information, Figure S7 Notch signaling downregulation facilitates

emergence. (A) Model of the HE turning into HSPCs or non-hemogenic ECs. Red

represent non-hemogenic ECs, yellow cells represent the HE, and green cells represent
HSPCs. (B) The expression of ch25h and cyp7b1 in sorted non-hemogenic ECs, HE and HSPCs.
(C) Clotrimazole treatment in sorted non-hemogenic ECs, HE and HSPCs in E11 mouse

embryo. The hematopoietic potential/differentiation of non-hemogenic ECs or HSPCs was
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not altered after treatment with clotrimazole. While in the HE population, the hematopoietic
potential was greatly attenuated. (D, E) Flow cytometry analysis of Notchl expression in
sorted Tie2" cells from the E11 mouse AGM region after treatment with DMSO or 7a-25-OHC.
Upon 7a-25-OHC stimulation, the Tie2" cell number was increased, while the Notch1 level in
Tie2" cells was decreased. (F, G) 7a-25-OHC treatment elevated donor derived chimerism
(GFP+) and multi-lineage potential in bone marrow of the recipients (GFP-) three months

after transplantation. Error bar, ts. d. *p<0.05, **p<0.01.



