1/ 12

Fig. 1
Untreated control Precondition: TGFBR-i + Shh
Wnt-i — Wnt-i
A B C D
Fig. 2
Untreated control Precondition: TGFBR-i + Shh
— Wnt-i — wWnt-i
Rx

Chx10
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Fig. 3

Untreated control

A

&

Precondition: Shh
- Wnt-i (day 0-17) - Wnt-i (day 0-17)
— — | sShh(dayo) | shh(dayo) |

Fig. 4

Precondition: Shh |
— Wht-i (day 0-17) — Wht-i (day 0-17)
— = Shh (day 0) Shh (day 0)
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Fig. 5

Precondition:
TGFBR-i

Precondition:
TGFBR-i + Shh

Wnt-i (day 0-17)

Shh (day 0)

Precondition:
BMPR-i

Precondition:
BMPR-i + Shh

Whnt-i (day 0-17)

— Shh (day 0)

Shh (day 0)
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Fig. 7
Precondition: Shh Precondition: TGFBR-i + Shh
Whnt-i (day 0-10) Whnt-i (day 0-10)
| — | shh(dayo) | — | shh(day0)
Shh+serum Shh+serum Shh+serum Shh+serum
(d10-17) (d10-17) (d10-17) (d10-17)

Fig. 8

Precondition: TGFBR-i + Shh

Whnt-i (day 0-10)

Wnt-i + TGFBR-i (day 0-10)

— Shh (day 0)

Shh (day 0)
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Fig. 9

Precondition: BMPR-i + Shh

Whnt-i Wnt-i + TGFBR-i
(day 0-10) (day 0-10)

Chx10
DAPI

Fig. 10

Precondition: TGFBR-i + Shh
Whnt-i (day 0-17)
Shh (day 0)
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Fig. 12
Precondition: TGFBR-i + Shh
Whnt-i

Chx10 Rx Pax6

Condition 1

Condition 2

Condition 3
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Fig. 13

Precondition: Shh
Wnt-i

Condition 1 3

do-SAG
Condition 2 TRV

d0-SAG

Fig. 14

Rx/Recoverin/DAPI

- Crx/Chx10/DAPI .

NRL/RXRG/DAPI N-cadherin/Agqp1/DAPI



lcc
Rectangle

lcc
Rectangle


8/ 12

Fig. 15
Crx/Chx10/DAPI Rx/Recoverin/DAPI

NRL/RXRG/DAPI N-cadherin/Aqp1/DAPI
E AT T,

Fig. 16

Condition 1 Condition 2

Precondition: TGFBR-i + Shh Precondition: Shh
d0-SAG 30 nM d0-SAG 0 nM
Wnt-i

6 % KSR
BMP4 Day3 BMP4 Day3+6 BMP4 Day3 BMP4 Day3+6
B C
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Fig. 17

Precondition: BMPR-i + Shh
Wnt-i
BMP4 Day3 BMP4 Day3+6

-

Fig. 18

Precondition: TGFBR-i 24h + Shh 48 h
Wnt-i
BMP4 Day3 BMP4 Day3+6

Fig. 19

Precondition: BMPR-i 24 h + Shh 48 h
Wnt-i
BMP4 Day3 BMP4 Day3+6
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Fig. 20

Precondition: TGFBR-i + Shh
Wnt-i + TGFBR-i
BMP4 Day3 BMP4 Day3+6

Fig. 21

Precondition: Shh 48 h
Wnt-i + TGFBRR-i
BMP4 Day3 BMP4 Day3+6

Fig. 22
Condition 1 Condition 2
Precondition Shh; d0-SAG 0 nM:; Precondition Shh; d0-SAG 10 nM:
d0-6 +Wnt-i d0-6 +Wnt-i

Day 18 Day 18
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Fig. 23

Condition 1

Precond|t:on o dOSAGOnM
d0-6 +Wnt-i; d11 Induction-reversal

Day 11 Day 35

Precondition Shh; d0-SAG 10 nM;
d0-6 +Wnt-i; d11 Induction-reversal

Precondition: TGFBR-i + Shh Precondition: Shh
Wnt-i Wnt-i

Condition 2 Condition 4

Precondition: TGFBR-i + Shh Precondition: Shh
Whnt-i Whnt-i

d0-SAG
10 nM
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Fig. 25

Slitwell plate
Precondition: TGFBR-i + Shh
Wnt-i

d0-SAG
10 nM
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