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Figure S1. X-chromosome painting and metaphase chromosome analysis indicate that the hESC
lines are 46XX. 
(A) Fluorescence in situ hybridization of X chromosome(s) by X-chromosome painting probes (red). n > 
50 per line. The results are not changed by cell differentiation (data not shown). (B) Giemsa staining of 
colcemid-arrested hESC metaphase chromosomes. Each line is predominantly diploid. n >15-20 per 
line. 

Giemsa staining method: Exponentially growing hESC were arrested on 2-well chamber-slides (Nunc) 
with 37.5µl colcemid (Invitrogen) per well for 45 min. at 37°C. Media was removed and cells were swollen 
for 20 min. at room temperature in 0.8% sodium citrate. 0.5ml fix solution (3 parts methanol:1 part acetic 
acid, prepared fresh) was added to each well for 20 min. at room temperature. The solution was aspirated 
and 1ml fix was added to each well for 30 min and then replaced twice for 20 min. each. Slides were 
passed three times through steam for 3 sec. to spread the chromosomes and air-dried before incubation 
in 5M HCl for 5 min. at room temperature. The slides were gently washed twice in PBS and stained for 10 
min. in Giemsa staining solution (3ml Giemsa stain, KaryoMAX, 48.5ml Gurr Buffer, Gibco). Slides were 




