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FVALU2TION OF THE CELORAMINF T STOICHICOMETRIC IODINATTIOM OF hGF, hLF, hPRL, hTEP,
hCALCITONIN AND BSA REFERFNCE PRFPARATION

¥T Ribela, FA Aravjo, FK Gimbo, I Schwarz, L Morganti, V Rorcghi and P Bartolini
Djvisao de Radiobioloaia, IPFN-CNFN/S30 Paulo .

The stoichicmetric iodination which uses limitirqg amourts of Chloramine T (Ch,T),
descrited by J.Roth (Meth Enzvmol 1975;37:223) is currently the most widelv vused tech-
ricue for the 12%-T-lahellirn of proteinr hormones, Comnared to the classical techrioue
described bv ™ Hunter it has =some clear advantaaes: alit uses a much lower Ch.T con-
certratior; h)it does not use metabisulfite or other reductants; clit allows a better
cortrel of iodire incorroratior with consecuenrt nrediction of the tracer specific ac-
tivity, Its uricue disadvantage is, ir our orinion, the areat discrerancy existing he-
tween iodine incorporation calculated via TCA precinitation or via the more accurate
aralvesis of the reaction mixture (ARM). This discremancv is mainly due to incontrolla~
hle hovine serum albumin (BSA) jodination, alwavs occurrina ir this reaction, especial
1v ir tre aksernce of a reductant, Ve decided therefore to introduce the stoichiometric
jedipation checking, and nossibly trvirg to immrove its accuracv, Tts performance was
studied for five different hormones (hGH,hLHE,hPRL,hTSF,hCalcitonir) apd for a refer=-
ence vrotein (PSA), The TCA nrecivitation technicue was imrroved bv the followino mod-
ifications: {(i)use of small glass balls derived from home made fused canillaries,which
alloved renlicate testing ard avoided rinettina; (ii)use of a hlank (T ircorroration
refore Ch,T addition) and addition of carrier KT in the ™CR reaction ir order to de=
tect ard eliminate as much as rosesible 125-T1 ron-srecific bhindiras; (iii)courtina of
the washed out carillarjes so to check the affinity of the lahelled hormone for alass.

The followingy results were ohtained: l)instead of the fixed Ch.T amount (50pa)
rormally used, the optimal amourts varied hetween 1.5 and £.0 pa. ?)KT addition to
the TCA reaction clearly imoroved our blanks (from 10,9+7.2 % to 3,1+1,9 %) ard conse-
muertlyv the accuracv and orecision of the test; 3)the tracer affiritVv for alass sur-
faces varied from -5% (BSA) to 33-40% (hLB & hCT) still heing hiahlv aleatorv even for
the same hormone; 4)TCA rrecinitation versus ARM nresented values, for iodine incorno-
ratior, whose interrolated ratio (slome of the curve) was 1,33 (r=n,B55)., This will
nrorarly imnrove only with the elimipation of incontrollakle P<2 jodiratior; FIPSA jo-
dipation, vsed as a cuality cortrol of the lahellina reaagerts (125-7 included), rre-
sented a vield of 30,7 %, which is rerfectlv accenta™le {nto the rool of values rrevi-
ouslv ohtained with the classical techniove: 32.0+Ff.7 % for n=R,
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