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sine, 0.88; and chemically prepared "sulfurylated crude N-acetyl sphingo

sine", 0.38 (Fig. 21). The marker lipids were identified by staining the 

paper with 0.001^ Rhodamin B and observing for fluorescence under ultraviolet 

light (217). The cerebroside preparation is noted to be contaminated with 

the sulfatide material. 

Paper Electrophoresis. 

The radioactive sulfolipid exhibits no electrophoretic mobility when 

applied to paper in either 0.05 M trisodium citrate solution or O.O5 M 

citrate buffer at pH 5«6. Separation from contaminating inorganic S^^04 or 

PAES^^ may be easily obtained. The complete absence of movement from the 

point of application on the paper is due to its insolubility in the aqueous 

buffer. 

Acid Hydrolysis of the S^^-Sulfolipid - The radioactive sulfolipid was 

shown to be an ester sulfate by acid hydrolysis. The dried lipid was dis

persed in 0.25 ml. of distilled water and 0.25 ml. of 2 N HCl was added. 

The tubes with screw cap tops were immersed in boiling water for various 

periods of time, cooled, and the contents taken to dryness on the rotary 

evaporator. The dried residue was taken up in a small volume of methanol 

and electrophoresed on Whatman No. 3I paper in O.O5 M citrate buffer at pH 

5*6. After 90 minutes, all of the radioactivity associated with the lipid 

appeared as inorganic S^^04. When the hydrolysis was carried out in methan

olic HCl, a synthesis of methyl sulfate was observed. 

Unlike the compound formed in the brain system, no appearance of galac-

tose-S^^04 could be demonstrated with 0.5 N HCl for 30 minutes at 100°, 

under conditions such that transfer or exchange were ruled out. 

Alkaline Hydrolysis of the S^^-Sulfolipid - By alkaline hydrolysis, it 

was possible to obtain evidence suggesting that the radioactive sulfolipid 

has an acylated amido-group and is, therefore, most probably a ceramide deri

vative. The acyl group could be removed from the ami no function without 

cleavage of the sulfate from the lipid. 

The dried S^^-sulfolipid was treated with saturated barium hydroxide 

according to the method of McKibbin and Taylor (198,218). After barium 

hydroxide hydrolysis, 87-1005̂  of the original radioactivity was found in the 

chlorofoiTO layer. When the same procedure was carried out with 0.25 N NaOH 

and reflilx for 4 hours, however, only 15^ of the radioactivity remained in 

the chloroform layer; the rest was in the aqueous phase. This was identified 
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Fig. 21. See text for description. 


