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Although various methods exist in the literature for the carotenoids’ analysis, to date the most successful methods involve reverse phase high performance chromatography (HPLC) using C18 columns and ternary gradients [1, 2]. Typical separation problems met in algal samples’ analysis include a quite complicated sample workup and the separation of isomers  - carotene/  - carotene and lutein/ zeaxanthin. 
This paper presents a simple and time - effective method, in which both extraction and separation times were reduced to a minimum, while still achieving a high resolution of the carotenoids. A simplified extraction procedure is presented, as well as the detailed chromatographic steps used for carotenoids’ analysis. The algal suspension was saponified overnight (10 hours), using a solution 30 % KOH in methanol, at room temperature. Carotenoids were extracted using diethyl ether; the etheric layer was separated and washed repeatedly with brine, then with distilled water until free of alkali. The aqueous layers were re-extracted with small volumes of diethyl ether until colorless, then the organic layers were combined, washed several times with distilled water and evaporated to dryness under reduced pressure. The saponified extract was dissolved in 10 ml ethyl acetate, being then subjected to HPLC analysis.

High performance liquid chromatography was performed using the following system: a KONTRON INSTRUMENTS 322 pumping system + RHEODYNE 7125 injection valve with a 20 (l loop + Nucleosil 120 - 5 C18 column (250 mm length and 4.6 mm i.d., 5 (m particle size) + WATERS 990 photodiode array detector coupled with a computer running the WATERS 990 software for data analysis. Analytical separations were performed using the following mobile phases: A - acetonitrile : water (9 : 1) and B - ethyl acetate (both with 0.1% EPA). The flow rate of the mobile phase was 1 ml/ min., and the solvent gradient was as follows: from 0 to 20 min. - 10 to 70% B, then from 20 to 30 min.: 70 to 10% B.

Application of this analysis method in the case of green alga Mougeotia sp revealed the presence of the following carotenoids: β-carotene, α-cryptoxanthin, lutein, anteraxanthin, violaxanthin and neoxanthin. All carotenoids were baseline separated in a 18 minutes run.
The whole analysis procedure is adapted for algae, being very simple, fast and cheap; the organic solvents' consumption during the extraction procedure is low and the whole analysis can take only twelve hours, distributed in two consecutive days. However, its use is limited to algal tissues containing alkali - stable carotenoids. The extraction method is much simpler than the classic method, which is time - consuming and more labor - intensive. 
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