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CUANTITATIVE PROTETIN FLUTION FROM UNSTAINED PCLYACRYLAMIDE GELS

Paolo Eartolini and ROsaraela Arkaten_
Jivisao de Radiotiocloria, 1PEN-CNEN/fao Paulo

'tanv vorks have described the extraction of proteirs fror gels after running Poly
acrvlaride rel electronhoresis (PAGE). Onlyv some of them used urstained pels, exnplo-
rirg direct UV densitometry which does not alter the tiolocical nronerties of the rro-
Zuct. Verv few of these, though, descrile quantitative recoveries, beinr often satis-
fied with 70-80% vields and most of the times using very costlv and comnlicated rmachi-
reries or time consurins multirle-ster techriques,

Ir rrevious vork we set un a simnle (sincle techninue) and rarid (-6 h,)rrerara-
tive technicue via reversed electrorheresis elution and we dercnstrated that thre whole
rrocess does not alter the somatctronic activitvy of hGE (Ara, Fiol. Tecnol. 198%: 28:
1F8-" 1€), In the mresent wery we carried out ar extepsive studv in order to find out
the causes cof nrotein losses, trving then to mocdify the techniocue so to obtair ouanti-
tative recoveries (20-100%), For this nurnose monomeric bovine serum albumin (PSA) was
rur and eluted torether vith -£0 nCi of 125-I-BSA tracer, prerared in our laboratory.
“adicactivitv recoveries were checked after each operation in all materials and rea-
"erts usecd in the fellowing three main steps: a)Resolving large-gel electrophoresis;
“}leversed electrorhoresisic)Analvtical small gel electronhoresis (including dialvsis).

Trree experiments, carried out with 2 mg PSA + tracer,rresented these vields:
€7.3+5,8 % after step a; 71.3+4.9 % after step b; 49.8+44.0 % after sten c. The major
sourtes of protein losses were: reversed electronhoresis (26%), dialvsis (7%) and fi-
?31 analvtical ster (14%), Ve decided therefore to increase the volume of elution buf-
-er introduced into the dialvsis sac (stev b)), to substitute the dialvsis between sten
P and ¢ with a simrle samnle dilution and to imrrove the analvtical sten (c) rv the
4¢e of longer gels (11 em) and of a higher amplification in the densitometric reading.
7t recoveries went from £9.4411.1 % to 96.5+8.2 %. In the modified technique, instead
of the usual ? mg protein load, also 1.0 and” 0.5 mg protein were anplied to the large
mrerarative gel, still with more than 90% recoveries.



