Supplemental Table 1: The flh::EGFP transgene is expressed in the pineal anlage of

Nodal signaling mutants with an open anterior neural tube.

Pineal phenotype
flh::EGFP transgene
Round Elongated Divided
WT siblings 53 0 0
cyc™ 10 0 0
sqt™’ 9 1 1

Supplemental Table 2: Endogenous f7h mRNA is expressed in the pineal anlage of

Nodal signaling mutants with an open anterior neural tube.

Pineal phenotype
flh mRNA
Round Elongated Divided
WT siblings 67 0 0
ey 46 0 0
sqt™’ 34 3 2
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Supplemental Figure 2
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Supplemental Figure 3
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Pineal Phenotype
oval elongated divided
37 (100%) 0 (0%) 0 (0%)
22 (84%) 2 (7%) 2 (7%)
54 (100%) 0 (0%) 0 (0%)

33 (41%) 7 (8%) 39 (49%)
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Supplemental Figure 4
gfil.2/otx5 expression

B
‘4

pineal: oval elongated divided
parapineal: left sided medial bilateral
D 100% -
w 90% -
% 80% - = 2 bilaterally located parapineal
'§ 70% - organs
S 60% - . . :
4 H right sided parapineal organ
S 50% - g parap g
o0 o/ |
*g §8$ | ® medially located parapineal
S o organ
o 20% H left sided parapineal organ
10% - parap g
0% )
genotype: WT 51b11ng oep™’ p=27 oep™’

pineal phenotype:  oval oval elongated divided



Supplemental Figure 5
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