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## C325184 :MAJOR CHEMISTRY
KEY(%VORDZ THYROXINE / THYROXINE CONJUGATE / RADIOIMMUNOASSAY

SIRIPHAN SHUNTAWUTTISETTEE : PREPARATION OF THYROXINE CONJUGATES
AS IMMUNOGEN FOR ANTISERUM PRODUCTION OF THYROXINE DIAGNOSTIC
KIT. THESIS ADVISOR : ASST. PROF. AMORN PETSQM, Ph.D., THESIS
CO-ADVISOR WIYADA CHAROENSIRIWATTANA, 75 pp. ISBN 974-584-365-2

In this study, thyroxine-protein conjugates were prepared by
using hapten thyroxine reacted with various kind of protein molecules
such as : bovine serum albumin, human serum albumin and poly-D-lysine.
Synthesis of thyroxine-bovine serum albumin yielded the highest molar
ratio of thyroxine per bovine serum albumin i.e. 22:1 at 250c and 18:1 at
4Oc by using thyroxine 10.00 mg(1.29 x 107 mole), carbodiimide 4.00
mg(2.09 x 10™° mole) and bovine serum albumin 0.80 mg (0.12 x 10~/ mole)
at pH 9-10. In case of thyroxine-human serum albumin at the same pH by
using thyroxine 20.00 mg (2.57 x 107° mole),carbodiimide 5.00 my o (2.61 x
10 mole) and human serum albumin 0.50 mg (0.07 x 107" mole) gave molar
ratio of thyroxine per human serum albumin 20:1 at 4Oc and 16:1 at 250c.

To raise antisera from the animals (rabbits) it was found that
the dosages of immunogens used for primary injection and for boosters
should be differed i.e. 1.0 and 0.2 g respectively in order to prevent
the tempolarily of non-produced antibody condition. This may be mediated
by both a T- and a B-cell effect. The time intervals of immunization were
important too. It was found that the rabbits immunized every month could
produce the antisera whereas the 2 week boost up interval could not yield
-the satisfactory antisera. Comparisons of responses to each immunogen
showed that the group immunized with highest molar ratio of thyroxine-
bovine serum albumin (> 20:1) gave the highest titer at 1:400 whereas the
group immunized with molar ratio of thyroxine per bovine serum albumin
> 10 < 20:1 yielded the highest titer at 1:130. For thyroxine-human serum
albumin, the group immunized with the molar ratib of > 10 < 20:1 gave the
highest titer at 1:150. In case of the thyroxine-poly-D-lysine, there was
no response from the animals although the molar ratio of thyroxine per
protein was the highest (200:1) . Characterization of the affinity
constants for these antisera showed the values of about 10 to 10° M-1
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Ab = uanAuas
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cpm = count per minute

di = \ATART

DMF - Tawdanasunlus

dpm = disintigration per minute

dps = disintigration per second

HFS = gasluu WS 75w

HSA = Haunu 30 dayiin

M - ANNENTwTulnans

mCi = Nadg3

N = ANIINT WU uneSnaa

ng = wilunsu

nM - AnENIwdwu luluars

NSB = Non Specific Binding

PB = Noswmuwines

pH - Aoy

PL - Twd-a-ladu

s = N
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