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Development of Homogeneous Enzyme Immunoassay for Serum
3,5, 3’-Triiodothyronine Determination

Abstract—For development of EMIT-T; assay, the conjugation of 3,5, 3’-triiodothyroformic acid NHS
ester to G6PDH was attempted in various reaction conditions. Up to now, the best conjugation condition
was the ratio of T3;-NHS:G6PDH=100 in 25% carbitol-Tris buffer at pH 9, 0°C during overnight. The
obtained T3;-G6PDH conjugates usually had 20% residual enzyme activity which was inhibited by 40~70
9% with various anti-Ts antibodies. Utilizing the conjugate I and an antibody (52633G), a useful stand-
ard curve for T3 assay was obtained in the range of 0 to 5ng/ml with 499 EMIT units of separation.
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217 3,5,3-Trilodothyronine 7% 119
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Table I—Various T3-G6PDH conjugates.

’I‘C“‘OHGJ?IEES Reaction pH T3-NHS/G6PDH Remained activity 2 | Inhibition % (82633)
9 132 22 3.)
I 9 100 20.6 44. 4
9 250 (Wlth GGP) 30.8 43 3
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X:N\ } 01 R/LOJ‘]"{?

buffer 44 A4 2% Ty GPDHEEEE 1,
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Ao Fr, e Mgs Wy R
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ﬁTaﬁﬁ! Screening—#; 8T, £
Dol A wiulel ol 9] a2
Table II-—Screening of inhibition activities of anti-

T3 antibodies upon T3-G¢PDH I and
G6PDH activities.

Antigen® l Antibody }I{:hi}ié/té;f)n}loi gl(hﬁgﬁo?o%f
A ’ S782 58.0 1.4
A S783 56.5 5.1
A } S784 42.0 1.1
B | S2016F 70.3 1.3
B ’ S2013F 77.5 6.9
B | S20I5F 67. 4 3.7
B $2691 P 55.8 5.7
B $2633G 35.0 —
C S2012 71.0 5.4
c $2009 63.0 1.6
C S2011 16. 4 4.3
c $2008 60. 1 6.3
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! (2.76mg/ml)
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Fig. 2—The activity changes of T3-G6PDH conju-
gate (1) with T3 Ong/test (@—@), 2.2
ng/test (A—A), and 5.5ng/test (X—x)
by different amounts of anti-Ts Ab(S2633
Q).
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Fig. 3—The differences of reaction rates of Ts-
G6PDH conjugate between Tj; 0 to 2.2ng
Jtest (@—@) and 0 to 5.5ng/test(X—X%)

in the different amount of anti-T3 Ab
(S2633G).
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Fig. 4--Standard curve for Tj assay. The reaction
rate was measured by Gilford I in each
T3 concentration with 0.3,1 Ab(S2633G),
100x1 G6P-NAD solution, 1.33xl Ts-G6
PDH (I), Tris buffer (total volume 1.8
mb), at 30°C for 15min.
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