Tables

Table 1
	Plasmid
	Amount

	AAVS1-TALEN-L
	5 µg

	AAVS1-TALEN-R
	5 µg

	AAVS1-Puro-iCas9
	40 µg

	AAVS1-Neo-M2rtTA
	40 µg



Table 2
	Primer
	Sequence

	T7F
	TAATACGACTCACTATAGGG

	TracrR
	AAAAGCACCGACTCGGTGCC



Table 3
	Component
	Amount

	ddH2O
	35.5 μl

	5X PCR reaction buffer
	10 μl

	dNTP mix (25 mM)
	[bookmark: _GoBack]0.5 μl

	T7F (10 µM)
	1.25 μl

	TracrR (10 μM)
	1.25 μl

	T7-gRNA IVT template  (250 nM)
	1 µl

	DNA polymerase
	0.5 µl

	Total PCR reaction mix
	50 µl



Table 4
PCR cycling conditions
	Cycle number
	Denature
	Anneal
	Extend

	1
	94 ºC	, 2 min
	
	

	2-31
	94 ºC, 20 sec
	60 ºC, 20 sec
	72 ºC, 1 min

	32
	
	
	72 ºC, 2 min



Table 5
	Component
	Amount

	T7 ATP
	2 µl

	T7 CTP
	2 µl

	T7 GTP
	2 µl

	T7 UTP
	2 µl

	T7 10X buffer
	2 µl

	T7 enzyme mix
	2 µl

	PCR amplified template
	8 µl

	Total in vitro gRNA transcription mix
	20 µl

	Incubate at 37ºC for 6 hr to overnight
	






Table 6
	Component
	Amount (μL)

	Unpurified PCR Product
	8

	Buffer 2 10X
	2

	Distilled water (dH2O)
	10



Table 7
DNA denaturation and hybridization cycling conditions
	Temperature
	Duration
	Thermocycler conditions

	95°C
	10 min
	

	85°C
	1 min
	Ramp to 85°C at 2°C/s

	75°C
	1 min
	Ramp to 75°C at 0.3°C/s

	65°C
	1 min
	Ramp to 65°C at 0.3°C/s

	55°C
	1 min
	Ramp to 55°C at 0.3°C/s

	45°C
	1 min
	Ramp to 45°C at 0.3°C/s

	35°C
	1 min
	Ramp to 35°C at 0.3°C/s

	25°C
	1 min
	Ramp to 25°C at 0.3°C/s

	4°C
	Hold
	



Table 8
	Stage
	Day
	Media
	Supplement
	

	S1
	d0
	S1
	GDF8
100 ng/ml
	CHIR-99021
3 µM
	

	
	d1
	S1
	GDF8
100 ng/ml
	CHIR-99021
0.3 µM
	

	
	d2
	S1
	GDF8
100 ng/ml
	
	
	


S1 media: MCDB 131 + 1x L-glutamine supplement + 0.5% BSA + 1.5 g/l NaHCO3 + 10 mM Glucose

Table 9
	Stage
	Day
	Media
	Supplement
	
	
	
	
	
	

	S2
	d3-d4
	S1
	LAA
0.25 mM
	FGF7
50 ng/ml
	IWP-2
2.5 µM
	
	
	
	
	

	S3
	d5-d6
	S3
	LAA
0.25 mM
	FGF7
50 ng/ml
	SANT-1
0.25 µM
	RA
1 µM
	LDN
100 nM
	TPB
200 nM
	ITS-X
1:200
	

	S4
	d7-d9
	S3
	LAA
0.25 mM
	FGF7
2 ng/ml
	SANT-1
0.25 µM
	RA
0.1 µM
	LDN
200 nM
	TPB
100 nM
	ITS-X
1:200
	IWP-2
2.5 µM


S3 media: MCDB 131 + 1x L-glutamine supplement + 2% BSA + 2.5 g/l NaHCO3 + 10 mM Glucose

Table 10
	Stage
	Day
	Media
	Supplement
	

	S5
	d10-d12
	S5
	T3
1 µM
	ALK5i II
10 µM
	SANT-1
0.25 µM
	RA
0.05 µM
	LDN
100 nM
	ITS-X
1:200
	ZnSO4
10 µM
	Heparin
10 µg/ml

	S6
	d13- d19
	S5
	T3
1 µM
	ALK5i II
10 µM
	GSiXX
100 nM
	
	LDN
100 nM
	ITS-X
1:200
	ZnSO4
10 µM
	Heparin
10 µg/ml

	S7
	d20- d33
	S5
	T3
1 µM
	ALK5i II
10 µM
	N-Cys
1mM
	Trolox
10 µM
	R428
2 µM
	ITS-X
1:200
	ZnSO4
10 µM
	Heparin
10 µg/ml


S5 media: BLAR + 1x L-glutamine supplement + 2 % BSA + 1.5 g/l NaHCO3 + 20 mM Glucose
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