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Fig.1. Domain structure of sieroid receptors.
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Fig.2. Mechanism of actions of androgen in the
submandibular gland.

DHFIE it T A0 L, ThoDLE
75— 3HRE, H5VRERICELET 5,
ZAFaA4 F/ 44 a4 K. Lt&7Fy%—X—
W=7 7 3 = g U BREANICIITN
ThR—D F £ 14 vEEE S >TW5B (Fig.1),
NA#MELo, A/B, C, D, E/Frx4a
YIRS EN B, A B K A4 VI REEEE
DFHEIEEE, CFA A Y (DNAKSFAL v,
DNA-binding domain, DBD) 23 DNA #£4&
BE, D FA A vicRENLY 7+, ESF

o A EE KLH BT BF BT

Table 1. Number of binding sites of cytosolic
andorogen receptors of mouse and rat
submandibular glands.

Number of bindig sites
(fmol /mg protein)

male female
mouse 30 70
rat 60 140
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Table 2. Number of binding sites of cytosolic
and nuclear andorogen receptors of
mouse submandibular glands.

Number of bindig sites
(fmol /mg DNA)

cytosol nucleus
male 368 1,052
female 512 32
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Fig.3. Effect of testosterone on AR and EGF
mRNA expression of mouse
submandibular gland. The amplified
product for AR or EGF of quantitative
RT-PCR was electrophoresed on an
agarose. castrated male, 7 days after
castration of male mouse
testosterone-injected female, female
mouse  with daily injection  of
testosterone propionate (0.5 mg/100 g
body weight) for 7 days.
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Table 3. Comparison of the apparent dissociation
constants of HSP90-bound and HSP90-
free steroid receptors.

dissociation constants® (nM)

HSP90-bound HSP90-free

androgen receptor 0.1-1.0 0.6-3.1
glucocorticoid

receptor 0.6-2 64-100
mineralocorticoid

receptor 0.35 338

*Values were determined with [*H] steroids, i. e.
[*H] R1881 for androgen receptor, [*H] triamcino-
lone acetonide for glucocorticoid receptor, and
[’H] aldosterone for mineralocorticoid receptor.
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Fig.4. Effect of thrombin cleavage on the specific DNA-binding of GST-ARDBD. (a) SDS-polyacrylamide
gel electrophoresis of GST-ARDBD (lane 1) and its thrombin-treated products (ARDBD and GST,
lane 2). (b) Increasing amounts (0.1-25.6 zg) of uncleaved GST-ARDBD (lanes 1-5) or cleaved ones
(lanes 6-10) with thrombin were incubated - with *P-labeled MMTV and separated on an

acrylamide gel. F, free probe.
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Fig.5. pH profile of the steroid binding of AR.
[®*H] ligand-binding ability under the pH
conditions () ; [*H] ligand-receptor
complexes remaining under the pH
conditions in the presence (O) or absence
(@) of 10 mM sodium molybdate.
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Fig.6. Schematic model of the homodimeric structure of HSP30a. The two regions, Val542-Lys615
(dotted) and Ala629-Asp732 (hatched), interact each other. The sites cleaved by thrombin and
chymotrypsin are shown by open and closed arrows, respectively. The two regions essential for
PR binding, reported by Sullivan and Toft®, are indicated as closed bars.
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Fig.7. Immunoblot analysis of HSP90 isoforms.
The whole bacterial extracts expressing
human HSP90a (lane 1), HSP90 8 (lane 2),
GST-HSP90 a (lane 3), and GST-HSP90 53
(lane 4) are subjected to immunological
detection with the B-form specific
monoclonal antibody, K3701.
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1.2 °8:8..5 6.7 8.9

Fig.8. Interaction of potential ARE sequence of
mouse EGF gene with ARDBD. Each of
three regions (A, —896~-727 ; B, -746~-
579 ; C, -598~-431) and A-B region (-896~
—579) were mixed and then incubated
with GST-ARDBD. pCRII, vector. Lanes 1,
4, and 7 represent DNAs before
GST-ARDBD affinity chromatography.
Lanes 2, 5, and 8 represent unfractionated
DNAs. Lanes 3, 5, and 9 represent DNAs
adsorbed to the column.

WEELT, #hEFh<y RICHE LT, TOD
< v 2O % a4 L, 3 <z HSP 90
B RBHIAYs v — v 2fER L - (Fig.
Mo E£1z, i, HSPI) a BRI €/ 7 0 —
FAFEASER LD T, ThsEHVT, L
ACOMEE MRS 2 XHAEIT-> TV 5,
(1) =9 X EGF BEFHIEHRE

ZFoA4 K/ 4L F-Le7Ty—+ Z—
W=7 723 =—DA vy "=DH3BLDGR, M
R, AR, PR (3 MMTV DO[a—DEFickEE
&K H—DRINNEVRAEYR T L
AV BMNITEEEZOLNTVWS, LHL, Th
Zho v+ 75 — IR RIERET BT
LAt b &b B, FhE bk~ v 2 EGF #{s T
O 5’ FFHHRANIC ARE B2 ASIEET 5 & HE
ML, ZoEEERAT, EdO¥EH ARD B
DEAEFMLLT 74=71—5 5 L%2EKRL,
Ih&<v 2 EGF #inT & 0B Bz
L oS AERET L, EGF BizFDx 7 v
v 1 o—#EZ 0 Lif 2.2 kb % Gl BREEH# TH
kL, #ILICEMLELETS, TXTOWH
AT LIEEE LA, Hic— 896~ — 433
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8 b Y I
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