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ABSTRACT

in the present stuay,‘the £echniqué of solid phaéé.
Ltwo-site {mﬁunoradiometrié asséy waé developed to measure
level of.Hb‘Barﬂ's fn alpha thalassemia t£ait5. The proces-
sion of develéﬁing of meﬁh;d was carried out in. detail.
Blood ‘waé obtained frﬁm bab& with ‘Hb Ba#t's hydrops
- fetalis syndrome and Hb Bart's was isolated by ﬁpeparative
CM-Sephadex chromatography with 0.01 M. phosphate buffer
ﬁH .6.0.— 6.8 as a 1ineér. gradient sjsﬁem, 'HblBébﬁ“s
wés eluted from co]umﬁ at pH 6;4._It Qas sterilized by pas-
safe througﬁ ﬁillipore,filter. Ten milligram oP_Hb Bart's

was mixed with the same volume of Freund's complete




Vg

édjuvant. The mixture was divided +o inject into footpads

and  subcutaneocusly - intoc +the Abacks of.rabbits. At £he
second.and the third week 1a£e}, the animals were injected
subcutaneously with the.mixﬁure.ofro.s ml Hb Bart's aﬁd
0.5 ml of Am{neralroil} One week 1atef, the anmals then
received ; bobster of 5 mg. ofer Bartls intfavenouslyL
bleood was collected one weék fo%lowihg.the last iﬁjecpion}
A cross-reactivity of antiserum wés removed by affinity
chromatography technéqué. The.immunaadsorbent was prepaféd
by coupling Hhb Bart'é to CNBr—actévated Sepharﬁse 4B and
the antiserum was passed £hrough immuhdadéorbent column.
‘The specific. santi-Hb Bart'; antibody could be seﬁarated
by acetate buffer pH 4.0. The entibody wes labelled with
I—;ZS by‘usihg chloraminé—f as gxidizing ageqt. The asséy_
was carried out by‘-coating microtiter plate with specific
.antibe Bart's antibody and kept at 4°C for 24 hrs, it was
trip]e.wagﬁed with fBS.- Standard Hb Bart's was maﬁe by a
series of'Q cohCentraticns froﬁ O;Ols'to-lo‘pg/ml and'hemd—
lygaté of each were diluted to 30-40 ng/ml, éOO al aliguot
of these standard hemoglobimn  or hemolysate specimes was-
poured into +the wells of micfotiter p]até and stored at
4°C for 24 hrs; The wells were triple washed with PBS and
200 a1 of labelled antiﬁody waé .pigced 4in the wells and
again kept for 24 hrs. After +the wells had beén ‘washed,
the radiocoactivity 'in each well was measured by gamma

spectrometer.




The results showed an‘increase of radioactivé bouné
to solid phase‘which baséd o increésiné of the cpncentra-
{£ion of Hb Bart's at range between 0.1 to 10 ug/ml, =as a
1{near relationship: By +the tgchnique of SPT-IRMA, it
coﬁ}dtmeaéﬁre Hb Bart's ina-thal-1 trait (10 cgses)_ which
were parents opratienté with HblBart's ﬁydrops‘fetalis
'rénged betwaen 0.73 to 171% (meén + SD.= 0.86 + 0.12%). In
the second grbup'whioh were pafents of Hb H disesase (.ﬁ
thal-1 +rait orgthal-2 +trait?y, ﬁhe percéﬁtage of Hb Eart‘s
couid be sepafate& to high_]evel {(0.73 to 1.2%, mean % SD
= 0;88 4+ 0.14) and_low level (0.38 +to 0.45%, mean i'SD. =
0.42 &£ 0.02%). Either Fatheﬁ or mdthe? of ﬁb H diseaée had -
high level and the other had low level of Hb Bart's but it
did not over1ap betweén these two‘rangeé (p<0.0015 the re-
5ultslshowed the'sémel range of Hb Bart's in +the ﬁirst
group 8s in the second gfbup withlhigh level. In the last
group, 2 from 10 céses of biood dorﬁor had Hb Bart's at
0.46% and 0.48% and the others had a little which could be
estimated between 0.17% to 0.26% ¢ mesn % SD. =‘O.22-i
0.04%). |

From these results; showing the diPFerent level of
'Hb Bart's in gthal-1 trait, a thal-2 trait and normal which
had been determined by soclid phase two;site immunoradio-
‘metric assay of Hb Bart's.Accorﬁingl&} it is'poséible to
develop this metﬁod'for definitioﬁ.of the different form
of g thalassemia trait, but it is neceésary.to confirm this

study by method of gene mapping in the future.

.
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