
As part of a stud$.of the photo~nsit@in~properties of fIuorescein derivatives, 
a careful ptication of the commercially avaiIabIe substances was cxried out. It is . 
s&l hownL thzlt, besides impurities of organic carbopate, halide and volatile com- 
$&nds&&.e der&ives are also contaminated by mole&& of simiiar s&cture but 
showing a lower degree of halogen&on, 

Most of these dyes have been studied (mainly because FfBr, &r other ffuores- 
win derivatives were used in the Romanowsky-type stair&) by anz.+kal-scale se+- 
ration tectiques _~ 3Bc LittIe use has been tiade of pr&arative purification methods, 
soie of which -have drawbacks. For &zimpIe,- purificatio-n by acid precipitation does 
not aHow one to separate ffie haiogenated derivatives of fluorescein. Among chroma- 
togizphic methtids, the use of a t&c cofumn’-impI& the destruction of the cohmm 
aftei each-pur.Sitition and subsequent desorption of the ciZE&ent f?actions with an 
appropriate solvent_ This method&hough high&effective, is inconCenient: eIution 
rates are Iow,~oniy r#atively smaIi amounts of dye are separated &each run a&d the 
cohsmn packing require% frequent cieaning td remove the immobilized ~mponents; 
Recently, a vaiuabfe method6 for the-separatio= of xanthene was developed using 
*high-performance liquid chromatography (HPLC) with a reversed-phase colimm, 
This technique was &zed to uer@ f&e purity of commerciatproducts,~but seems to be -~ 
inappropriate for the purification of -Large amounts of haiogenated fiuorescein dyes. 

This pa+ reports a simple tid rapid method for the preparative purification 
6f co~erciaf fluorescein derivatives on ~Sephadex G-25 -(superEne grade). The 
method was derived from Parrish’s work7Son food dyes. ft allows good preparatiye- 
purif?&ation of fluorescein as weIl _as of halogenat& fiuo~eins such as rose bengaf 
byadjustient of the-concentration of NH, in the elti&t_ 
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Fig_ 3_ Ektion profile of the RC& purification by gel chromatography ou Sephadex G-Z.5 snper6ne: a- 
desalting ChroUWomphy; b. purification cbromattipphy_ For the experimentaX ‘conditions, see text_ 




