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T, binding to isolated rat kidney nuclei, (**[) T, binding to the nuclei (90 zg DNA) was measured
in the presence of various concentrations of unlabeled T;. The assay was performed in the absence
(@) or presence (O) of charcoal-treated cytosol (30 xg protein). The binding was also measured in the
presence of combination of charcoal-treated cytosol with heat-treated cytosol (the amount added was
equivalent to that of charcoal-treated-cytosol) (&),

Sephadex G-50 column chromatography of T; binding activating factors. Rat kidney boiled cytosol
was applied to a Sephadex G-50 column (2.0 X 60 cm). After elution, activation of T, binding was
measured in each fraction in the absence (upper panel) or presence of 1.0 mM EDTA (lower panel).
CTBP (partially purified by a Sephacryl S-200 column chromatography) (52 ug protein) was incubat-
ed with a 100 z1 aliquot of each fraction and (*#*I) Ty (200,000 cpm). In the absence of EDTA, three
different T, binding activating factors (g, b, and ¢ in upper panel) were separated. Inset in the lower
panel shows the effect of EDTA on stimulation of T; binding by factor 4 or ¢. The specific binding
is illustrated. Absorbance at 280 nm (upper panel) and at 340 nm (lower panel) were monitored.

Purification of CTBP.

Ubper panel : CTBP partially purified by Q-Sepharose was further purified by column chromatogra-
phy with Blue Sepharose CL-6B. (**I)T; hinding activity was measured in the presence (@) or
absence (O) of 25 xM NADPH in each fraction. The non-specific binding is also illustrated in the
presence of NADPH (X). Middle panel : SDS-polyacrylamide gel electrophoresis (SDS-PAGE) of each
fraction obtained in upper panel. Lower panel : SDS-PAGE of CTBP obtained by Blue-Sepharose
(lane a) and by final purification with Sephacryl S-200 column chromatography (lane b). D. F.
indicates dye front.
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Fig.4 Dissociation of (**I} T from CTBP.
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TODOTHYRONINE ANALOGUE CONCENTRATION (M}

(1) Ty-saturated CTBP (0.004 xg protein) was incubated in the absence (open symbols) or
presence (closed symbols) of 25 uM NADPH. Circles and squares indicate (**[) T, bound to
CTBP in the presence or absence of 10-°M unlabeled Tj, respectively.

Fig.5 T; binding activity in purified CTBP.

Upper panel : Effects of NADPH analogues on (**I) T, binding. Specific bindings are illus-
trated. Lower panel : Effects of iodothyronine analogues on (**8I) T; binding to CTBP in the
presence of 25¢M NADPH. The purified CTBP (0.012xg protein) was incubated with (**1) T,

(1.5x10~1°M).
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Fig.6 Characteristics of T, binding activity in purified CTBP.
A : Time course of [**1) T; binding to the purified CTBP (0.012xg protein were added)
at 0°C. SPecific binding is illustrated. B : Displacement of (*?5I) T, binding by various
concentrations of unlabeled T,. Incubation was carried out for 30 min. at 0°C, C:
Scatchard analyses of T, binding, which were obtained from the data shown in Fig.
6-B. D: Effect of various concentrations of NADPH on the maximal T, binding
capacity in purified CTBP, E: Double reciprocal analysis of maximal binding capac-
ity for T and NADPH concentration, which was obtained from the data of Fig. 6-D.
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(*»I1 T4-CTBP complexes binding to nucléi treated with DNase I

Upper panel : Binding of complexes to nuclei treated with DNase I and 0.38
M KClI-containing buffer. Lower pamel : Binding of complexes to nuclei
treated with DNase I and 0.5 M NaCl-containing buffer. Binding of NADP-
activated CTBP-("*I) T, complex (A), NADPH-activated CTBP-(*#51) T,
complex (B), and (**I) T, (C) to nuclei are illustrated. The total radioactivity
(O) in the supernatant, (**I) T, hound to CTBP (&), [***]) T, retained to
nuclei (@) and non-specific binding (X) of (**I) T, are shown.
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Fig.8 NADP-activated CTBP-(**]] T, binding to the chromatin reconstituted with acceptor

protein.

Chromatin was prepared by extraction of rat kidney nuclei with 0.5 M NaCl. The
acceptor protein (nuclear extract), partially purified from rat kidney nuclei, was recon-
stituted to the chromatin and binding of NADP-activated CTBP-('*I) T}, to the nuclei was
estimated. Cytochrome ¢ (Cyt. ¢) and ovalbumin (Oval.), were examined in their activity to

be reconstituted to the chromatin.

Fig.9 Effect of NADPH, NADP and NAD on (**I) T, hinding to the purified CTBP.
Purified CTBP (0.012 ug protein) was incubated with various concentrftions of NADPH
(squares), NADP (circles) and NAD (triangles) in the absence (closed symbols) or presence
(open symbols) of 1.0 mM DTT. Specific binding is illustrated.
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