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Low—affinity binding sites of glweocorticoid
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ABSTRACT The low-affinity glucocorticoid bind-
ing sites (LAGS) with steroid specificity were demon-
strated in hepatic cytosol, cerebral cytosol, and
thymocytes of rat. The X; of LAGS was 1-10
umol - L' as estimated by Scatchard, pseudoscat—
chard, and competitive anaiysis. The specific binding
of dexamethasone 1-i00 nmol = L™ was roughly
parallel with its inhibition of "H]UdR incorporation
in thymocytes of rat, and both were blocked by
mifepristone (RU—486), the competitive antagonist
of glucocorticoids. These results suggest that the
pharmacological activity of glucocorticoid might be
mediated at least partially by LAGS.
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MATERIALS AND METHODS

PH)# % 4% B (triamcinolone acetonide,
TA), 0.74 1 1.11 PBq » mol™"; PHPEZE X
(dexamethasone, Dex), 1.48 #1 1.74 PBq -~
mol™'; PH]¥ B B (corticosterone}, 3.22
PBq - mol”', W AHEEB P L™, Bk
a5 B >97%., B4k ¥ B 37 MBq~ ml™
PHJUGR 0.89 PBq - mol™', A PRl L IE
FHEBFR 5. mifepristone. RU26988 X
#E RUSSEL UCIAF W, HMIESRin s
RN Sigma =& . HANE™ AR 5
CP il

Wistar K@, A& 1871 SD 24g,
1, BB TRt
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Hanks ¥iiT3E 40 I E . K RBWH 4 54
L uE e B A RE N, HEE 1x10-2
x 10 4R /ml, SBWHAG, WEEHE
95% LL .

GC EAXR

1 Scaichard 4-4f JFiEH GCHRE
SRAEERBERIEC. HRMR GC IRE
S BEARE&WE 045 ml, M 0.05 ml
PH]Dex 2—-50 nmol » L™, RS0
PHIDex 2000 ¥ ) Dex, 21CHETE 2h 5
A, RV BERRE Mtk IR A, Mk
: I ISR S &

2 Pseudoscatchard 747 HEHREMAZE
BRI R (CHITA P HDex). 5%
ARFBEIEIRICRE(TA & Dex). 4257
A8 tricic & 1000 5 2000 IR
i, 0—4CHE—ZFM[(TA 10h, Dex3
h), M DCCS%EMMHERE, BELERLE
U 3.

3 FRBLENN AESEPIALHITA
50 nmol ~ L™ A TA =% H fis 6§ {3 %K 2.88
nmol » L™'—0.69 mmol - L™, #Z["H|TA £
'],

GC %I A RS HAMIHIUIR $ AR
E mifepristone Xt HE M AR DE BRAKE
(1 x 10°-2x 107 40 f8 / m1) 0.4 ml, 10 Dex
0.05 ml, MIFA N mifepristone X B {3k B,
WA BKERAER 05ml, & 37C, 5%
CO, MHRBENEFRBETRE 4h 0 A
PHJUdR 18.5 kBq, #k&Ef W 1 h FHUE,
1300x g BS.C» Smin, % ., A 0—4C
B EE AN, JIEERMN 0.1 ml Tk
PR, W .
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Flg 1. Scatchard plot {(0) and bhinding carve (@)
of "H|triamcinolone acetonlde {TA) of rat liver cytosol.

Tab 1. Speclfic binding of tramclnolone acetonide
{TA) with rat llver cytosol. a=4. <+ SD.

Pseudoscatchard Displacement

analysis analysis
K;, nmol - L™ 22.8+11.2 209+78
Ky pmol« L™ 4114 25+2.2
R,, nmol - L' 23+1.0 2117
R, nmol+ L™ 23£56 12% 12
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Pseudoscatchard 437 &8 (Tab D5
Scatchard 4> #F if &l . Al PH]Dex—Dex =
PHIB-Dex fERCAE, [FHE W48 X BT BB f£
EPRESTAL(Tab 2). W W, LAGS Bl 5
ALK GC Ha, METHXMR GCES.
Tab 2. Specific binding of [*H[ dexamethasone and

PH]corticosterome with rat Hlver cytosol (psewndo—
scatchard analysis).

PHldexamethasone [*Hleorticosterone

Ky, nmol + L™ 21.1 99.9
Ky, gamol » L™ 1.1 47
R,. nmol- L™ 6.9 22
R; nmol- L™ 17.2 : 36.9

¥ikdh &40 SRS Scachard 4347
fLi(Tab 1).

2 X A B M E[HDex % F &4 4
pseudoscatchard Zr 7 R M. KB RBREE#AE
. {EEMAFE GC E4T|AL. REMNL
ERUENEEEN S SR GC BEMMF. KF
MO ERUPEETERN K 12 1))
umol - L™, R (1570% 634) fmol/mg F 19 -
(n=4), S5IFMH% LAGS &ER—E&%.

3 X EMEE M H]Dex #5784 1 Fig
27 #, Dexi% 50nmol - L' B, #R&E4H
TR, HBhkEr. SREEXH
B E W ., pseudoscawchard 4+ #7 FHE. 10
nmol » L™'-10umol « L™ 3 BER BBl Py 72 AE P 38
GC Ha®i, HFETBYH K, 45108
nmol » L™, K; 475+ 130umol- L™, R, 0
+31{mol/ 10" i, R, 36% 15nmol/ 107 #
Bin=2). RERMIEEBUNEESEHSESENR
GC ZHOHA.

LAGS iRt BHmR 5 H(Tab
VXU BEMNESHALN GC 508
H, MENE. ZEk, HERRE XME
# GC ZHEMAD, LAGS SPHITA a8k
¥ GC SN SEH 37 RU 26988 B GC 2

R mifepristone T, HHESERM 14
Fl—¥Eg., MEEEE. M —F. FE. S
W ZimsitEm.

GC 1 AR IRES HARCHIUAR # A 05HDHIAY
TG R LLE mifepristone X H i 1ER
EH B R AN Dex, KWE X 1 nmol -
L-10 gmol » L™, #5F Dex #[HJUdR £ A
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FigZ Specificbindingof Dex (@. n=2) and Dex ln
duced inhibition of PHIUAR imcorporation (O, n=%) of
thymocytes of Tat. x+ SD. “"P<0.05, """P<0.01 vs the
specific bindisg of Dex 10 nmol » L™ or the Inhibition of
Dex 1mnol - L™ on PHJUdR imcorporation,
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Fig 3. Displacement of PHITA from LAGS and

ghucocorticeld receptor by various sterold hormones. ()
testosterone, (@) estadiol, (%] aldosterone, ([ 1)
progesterome, (M) RU2698% (/)  mifepristone,
(&) triamcinolone acetomide.
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W, 458 (Fig )R Dex 1 nmol « L' X
ZAMAME. 10 gmol - L7 IHBHARY 28
5% (n=5), MPENE Dex BB,
MMEBEEN Dax BRETHYE -B. B
mifepristone 10 umol = L™' B35 H ¥ Dex 1
pmol « L AR ESMIBH PHIUIR BAEH
®ig (B8 K, R, {HitH. Dex 10 yumol «
L' wh, RG4S KEESH LAGS), %Y
{Tab 4) mifepristone B F M T Dex M 5F
REG, 07T Dex .

Tab 3. Displacement of [*Hltrlamclnolome acetonide
binding by various sterolds In rat liver cytosol.

Steroids K, Ky
Tdag“tgi:fé‘g“ 220 nmot » L™ 1.17 gmol » L™
Mifepristonc 26.2 nmot » L™ 1.94 gmol » L'
RU 26988 73.6 nmot » L' 7.28 pmol » L™
Aldosterone 0.27 gmot » L™ Undetected
Progesterone 0.77 pmot » L™ Undetecied
Estradiot 819 umol - L' Undetected
Testosterone 40.4 ymol » L™ Undetected

Tab 4. Mifepristone (RU—486) compete for speciflc
blnding with dexamethasone (Dex, n=5% and
antagonize the lnlll_blr:ory effects of Dex oa [3H]UdR

mcorporation (n=3), £ * SD. ’P>0.5.
**P < 0.05 y5 control.
Dex RU—4gg Dexamethasone PH]UdR

specific binding incorporation

(umol* L™ (fmol/ 107 cell) (dpm/ 107 cell)

0 )] 90 540+ 10 284

1 ) 686 193 62 764 + 14 580°"
1 10 379 £260°" 89944+ 21452°*
DISCUSSION

FRBEABFEREMENETE A
LAGS®'D M Ei R4 RiE, 5 GC M
MAOSEXrMAN B LAGS 522 A,
FAASHMERBES, TRFEEARR X
B. X LAGS MAEBBUTMBEEL, W0

+ 361 -

R

1A Scatchard 47 7 (245 pseudoscat—
chard #r#7). B3 h &4 Fr A I WA K BT
k. BREHE. MORRAN AR A GC {KFEM
heEHA. MALEBRRERMREEEHE
Frigd s ML, 8 LAGS #4ERMAT
EHRMENREESEHERASYS G LAGS H
K, ATHREDRM GC /A K H¥ LAGS
HFERMEFEAEAYS GC NIERRESEMD.

¥ GC 5 GC #Fk. LAGS. FH¥EHE
M & & B EH A (corticosteroid—binding
globulin, CBG) L } "F i 32 (& (PR) # B &%
4, UABERE LAGS 5 GC 1.
CBG PR 2% %&. LAGSM K, KXF
CBG 5 GC A4 K, HS CBG#HK,
HALSBKN GC#4. LAGS R5REL
4. BEFmAEZX PRYY, B, LAGS &
AJ§E& CBG E PR.

GC BEMNEEGRMUNEESH R EiK
HRUESTHRREYRFALTREOT HMER
ER, KRS RMN GC FiE. LAGS 5
PHITA %5 & 53 TA. mifeprstone. RU
26988 WHLEME, AREBAE N, M TR,
R, EHMAWP. K LAGS 5 GC ¥
MhkE., T GCHESRAANGRE. H
W™ LAGS Hl GC ZENIMRE G LT FE
WARREL BERENFE—FFRER, MHRH
— IR

EEME, EEEMEENIESHMLR
HEEFEEEKNOE HEFAEARER
HO BEHMIKEMAES BT CERY
A4 MR A S BT AR Y,

FERERKENF. . MERAKEE
LAGS, GC % B4 BPHJUAR £ A 897
B3 28 75 A B vk BE R 25 FB o BY TR P B
MGC SEBRARNFRESTBE—H, Dex
Lumol - L' LR B AHFRESHER
GC F{APH WA mifepristone YT, i Dex %
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HHZEHR GC M K, X 1004, fig
LAGS 1 K, (ER — 8 B, WRGHER
GC &3, & Tt GC NS5, B
B LAGS fr 5. A%, B GC BB
R K B, /AR, {H GC MMEEE |
pmol » L™ WA EREH) Xi#
™ LAGS Al 4+ S 25 HE GC W38T .

A EERTF LACS BRI H I, {4
hie. #MAFHIR. BTF LAGS AWERY
EBHAE GC MEMULGIRMELS TR, Fik
HTHEH A HE L.
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