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SUPPLEMENTARY FIGURE /TABLE LEGENDS 

Figure S1. EZ spheres remained karyotypically normal. Representative G-banding images are 

shown for 4.2 iPSC, 21.8 iPSC, and H9 hESC derived EZ spheres all at passage 17. 

 

Figure S2. Rosette structures are detected following neural induction. (A) Rosettes were 

observed in whole, fixed 4.2 iPSC EZ spheres (passage 9) by ZO1 immunofluorescence and (B) 

in live, unfixed H9 hESC EZ spheres (passage 18) by light microscopy after 1 week of neural 

differentiation. Arrows in B point to the lumen at the apical side of the radially organized 

neuroephithelial cells. 

  

Figure S3. Schematic of the differentiation protocols used. Beginning with EZ sphere formation, 

the multiple steps are diagramed to show the progression through several weeks of 

differentiation to generate motor neurons, dopamine neurons, striatal neurons, sensory neurons, 

and oligodendrocytes. 

 

Figure S4. 21.8 iPSC EZ sphere-derived astrocytes show typical membrane current patterns. 

Potassium membrane currents and the current/voltage relationship were measured in response 

to 10mV steps from a resting potential of -70mV for (A) A1 type astrocytes, (B) A2 type 

astrocytes, and (C) complex type astrocytes. Astrocyte classifications was based on previous 

descriptions (Anderova et al., 2004).  

 

Figure S5. Dual SMAD did not alter nestin expression levels in p3 H9 EZ spheres as 

demonstrated by (A) immunocytochemistry or (B) PCR. 

 

Figure S6. Forebrain markers FOXG1 and OTX2 are up-regulated in 21.8 iPSC derived EZ 

spheres upon differentiation toward striatal neurons. Neither FOXG1 nor OTX2 were expressed 

in 21.8 iPSC derived EZ spheres at passage 15 prior to striatal differentiation. However, as early 

as 7 days into the differentiation protocol, both forebrain specific markers were up-regulated; 

this expression continued out to day 42 of differentiation. 

 

Table S1. Nineteen independent stem cell lines have been used to generate EZ spheres. The 

reprogramming method and genes used for the generation of each line is listed. OCT4 (O), 

SOX2 (S), Nanog (N), LIN28 (L), KLF4 (K), and c-myc (M). Fibroblast lines are not applicable 
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(N/A) for the hESCs, and some iPSC lines used fibroblast cells that are not commercially 

available (NCA). 

 

Table S2. Relative gene expression levels are depicted for all genes tested through passage 

32. GAPDH was used as a control. 

 
Table S3. This table lists the primer sequences and PCR conditions used for all genes tested. 

 

Table S4. The table contains a list of the species and company for all antibodies used.  

 
 
 
























