




Fig. 1. Ef.Ect ofsample size on seetioon. Sainpk: mixture of cydohexencnes as shcvm in b. Cohxmn: SU 
x 0.8 cm. packed with 12 g OF H3-.rm ECSL kocratic elution with hexanc_etiyI azetare (Ti:23) et 4 

ml,hnh RI detection (Wat~as Model Rf 4X). Ekckpressure: 30 bar. a, b: OA-zq z+isd kg s;rmpl~ 
revealing an u whiz of f-7 @proponent ratio 70505. c, 6, e: 16-, ES-, 25U-mg samples @mponent ratio 
305’0). C separation as in e but gmph conssted witk remIts of tiysk of cokcted fractions. f; the 
tezf situatiort. Fig. le shon5 that the RI detector camot cope wif.h such Iarge concentraticns. 

abuve ruk of *&umb, such a column should be capable of bazdling 30 mg of a 
compIex mi..ture. However, this rule applies to adsorption chromatography- 

it might be expected that the reversed-phase silica gel columx~ would have a 
iower capacity, if only because of t&e specik srrrfacereduction by derivatization. As 
sample mixture-we chose two steroid acetates, orte of which tias choksteLryl acetate, 
the other unknown. The a value for the pair in tetrahydrofurarr-methanol (l&90) 
sm.5 i.22. Variations k solvertt camposition had only slight infiueoce on this cL value_ 
FOF analytical high-Cerfomance liquid chromatography @iPLC) t&k is not a difkult 
separaticin Fro,bl&M. In TLC, hqva’er, this is equivdeqt ia two spots with RF vzfh~es 
of 0.35 &d 0140, Le., lying q&clo_se to-each~other. The Eu: trace of a ?C?-mg sample 
of this steroid @k&e on the 23 x~ 0.46 cm analytical reversed-phase cOlumn is 
shcwn in Fig. 3. Tbc peak (?) was collected in ten fractions each of O-5 mL Separate 





:~~-~~~~~~~~~~~h-~~tion aows o&g t-0 -&Gw &&.&f&&for ~&&&&&of 
,-tr;e f&iar$ mixa+ ~&&id Em2 i&Ffg~3], Fiacfioxii L-4 t6ge&er gi+ p&G&y pii_ 
_ -com@x&d I (10 mg). fractions g-10 &aye prac&cz$y p&e compound 2<aIso 10 _mg]_ 
-Fra&o~~s-7 of course cgntai+d i0 tig oft&z mixture-wbicE c&&i be rtqckd i? .- =_- -_ 

II&* dispktiment by- idding a- str&& adsorbed “displacer’~ .B& ad- 
v&zated- by- Horv~ti et iA3 for prep~tiv~~~e_ Ii&d chromato@phy. it was 
shown *&at the potentid df ana&tical HP& sy&ems for preparative-scaje sepaza- 
tions was also much greater than could b+xp&eii, 160_Iqg ofa _mixtI@z ofrek6rciGf 
and pyrocatecb~of b&g separated-in one run on a 50 -x- t3.46 ?m coiumn_ 

&&d&g the general interest iri PLC we thought it worthwhile to compare 
disp!acem&t and partition modes Fyi-th regard to sampk capacity_ For this 3-e 
adopted Horvith’s sam& mixture of resorcinol and py~ocat&hoJ_ Ow column was 
ody 10 x 0.46 cm or l/5 the size oftbat of Horv&b and therefore the sampIe was 
a&o &II? i/5 -more precisely, f 2 mg resort&o1 a& 20 mg pyrocatechoI_ in 100 .uI 
water. The z vake for this pair iz~ the zuxxlykal mode on 5-q1 ROSiGC,,-D w&k 
water-&ethanol (3050) plus 1 oA H,PO, as eEuent was 15 Fractions ofthe prepara; 
tive separations were collected and analysed separ+eiy, giving, the concentration 
pro&s. 
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met&d x-$ &&e for pre@a~ti& HPLC_ The eEo$ nm to Cnd~ the optium 
cozidiiio~s magthm be mtinti_ For expIorat& once or& separ&io& it-seems 
-to--us-t&t partition’(or adsorp&onf ~chromato&ap&y is $iil to be prkfe&k_ For:a 
r&arch iabo&ryz adsdrption- on silica gel &Ii remains t& m&t practic$ t&h- 
nique, combi&ng krge capaciw and high solubi&y ‘in-the non-aqueous solvents used 
in this chromatog_aphic mode_ 
_ :- TPio-further exampIes, shown in Figs. 6 and 7, iIIus&ate this. T&se examplti 
c&e from the d&y routine of the synthesis division of owiaboratcy~~5.Jk knit- 
-ing cap&city of the system is- far from rkached, but these conditions se&h to ‘kt 

pleferred by the practising sjmthesis chemists. Their irterest-is not in the optimization 
of a &ptiation, but is rather in its reli&iity and *se of achi&ement. Even in these 
separatiomns~ the capacity of the anatytical chromat~graphi~ systems is much &her 
khan-generally expected. it is important to use good quality demineralized silica gef 
for hi& recovery of the samples. It shouId ako be u&d that the stabiiity of silica gel 
co&unns in the non-aqueous solvents is much higher than for de&at&d mate&k in 
aqueous solvents_ The cd~ employed in the separatioti‘of Figs_ 6 and f has now 
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