SUPPLEMENTAL FIGURE LEGENDS
Supplemental Figure 1. Localization of RGC markers in the neurite-growing cells from optic vesicles differentiated from mouse Rx::GFP ESCs
(A–B) Confocal microscopic images of immunohistochemistry of neurites of the DD11 + 8 DAP optic vesicles. Left, merged images of DAPI (blue), GFP (green), and Islet1 (A, red) or Math5 (B, red). Middle, phase-contrast images. Right, overlay of left and middle images. Scale bar: 50 µm.

Supplemental Figure 2. The change depending on the differentiation time point of the placement; the mean number and length of neurites from RGC differentiated from Fstl4::Venus mouse ESCs in B27 supplemented Neurobasal A medium from DD10-20
(A) Line chart of the mean number of the neurites extended in the N-B27 medium on 100% MG-coated plates, depending on the initial day of differentiation. 
(B) Bar graph indicating the mean number of the neurites extended at 3 and 5 DAP in D-F10 medium on 100% MG-coated plates.
(C) Bar graph of the mean length of three longest neurites at 5 DAP. Longer neurites extended at 5 DAP from DD10 to 17.
(A–C) Values were presented as means ± S.D. (*p < 0.05, **p < 0.01. DD10 n = 6, DD12 n = 5, DD14 n = 10, DD17 n = 6, DD20 n = 5).

SUPPLEMENTAL TABLE
Supplemental Table 1. Primer sequences of reverse transcriptase-polymerase chain reaction (RT-PCR), related to Figure 1B.
	Gene
	Forward
	reverse

	Nanog
	5′-AGGGTCTGCTACTGAGATGCTCTG-3′
	5′-CAACCACTGGTTTTTCTGCCACCG-3′

	Oct4
	5′-TCTTTCCACCAGGCCCCCGGCTC-3′
	5′-TGCGGGCGGACATGGGGAGATCC-3′

	Rx
	5′-GGAACCTCCCAAGAAGAAGC-3′
	5′-GCTTCATGGACGACACTTCC-3′

	G3pdh
	5′-ACCACAGTCCATGCCATCAC-3′
	5′-TCCACCACCCTGTTGCTGTA-3′




Supplemental table 2. Primary antibodies for cryosection and whole-mount immunohistochemistry
	Antigen
	Host
	Dilution
	Company
	Catalog No.

	Rhodopsin
	Mouse
	1:1000
	Sigma
	O4886

	Brn3a
	Mouse
	1:100
	Santa Cruz
	sc-8429

	Brn3a
	Mouse
	1:100
	Millipore
	MAB1585

	Brn3b
	Goat
	1:100
	Santa Cruz
	sc-6026

	GFP
	Rabbit
	1:1000
	Abcam
	ab290

	GFP
	Rat
	1:250
	Nacalai Tesque
	04404-84

	[bookmark: _GoBack]Beta-III tubulin
	Rabbit
	1:1000
	Covance
	MRB-345P

	SMI312
	Mouse
	1:500
	Biolegend
	SIM-312R
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