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Identification of transcriptional regulators of nuclear receptors
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To elucidate the complex transcriptional regulatory mechanism by nuclear
receptors, we tried to identify interacting molecules to nuclear receptor glucocorticoid receptor
(GR). For the proteome analysis, we examined ChIP-MS method and BiolD method. We employ BiolD method
which had appropriate expression and function of the GR construct for the proteome analysis. BiolD
detected a molecule interacting with GR as a biotinylate protein. Although we need to improve the
experimental condition to identify the interacting molecules to GR, we develop the foundation of the

experiment system to gain our knowledge of transcription by GR.
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1. BFFERRAA SO =

Azl Faf R (GCs) (FAEERNF LT
Y Th BRSO EMMERIEEI 2 D
GCs IEENZRHEKR 7 vaaLFadf RER
& (GR) #/r L CZOHREA R T D, GR
s E, MEICREL TERY, GCs OffH
WCHEWERNA~BAT LIRS R & L THRE
5. ZNETIC GR I K DG HEHE L L
TIREFEL LA A HRESh TS
(Busillo JM & Cidlowski JA, Trend Endocrinol.
Metab. 2013; 24,109-119). #5758 IL GR 2°
DNA [ ® glucocorticoid response element
(GRE) [CH#EREET D Z L TR, —
Ji, EEE#EE S LT GR 25 DNA Lo
negative GRE (nGRE) I[ZEIEREETHZ &,
»HDHWIiX, GR 2 NFxB p65 B L O
activator protein 1 (AP-1) & ¥ A /EFM L
NF-kB p65 3 X' AP-1 & X % H=5 % Hi|
THZENREINTWVS (Surjit M et al,
Cell 2011; 145, 224-241).
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Interleukin-1 -receptor-associated kinase M
(IRAK-M) %+ L72. GR & NF-«B p65 »
IRAK-M 7w E&—%— ECHEAEETBRT
52L&y, MMIICET ' =X — b
DfEE A tE L, IEIEEZ RS E TV D
Z LR E 72, GR B XY NF-xB p65
TR IS BN B W CTAE WK < =
ENHE I TE Y (Luecke HF &
Yamamoto KR, Genes Dev. 2005), D & 512
LT GR-p65 HEMKD IRAK-M DHEF % 7
BLTWLZONIAHTHS. GR BLOD
p65 1EFHERZE I K 0 $i5 55 ME 23 4 =
NTWbH Z & (Davies L, Mol Endocrinol.
2008, Perkins ND, Oncogene 2006) 75,
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AW TIE BENZ AR GR 2 X 25 HH
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A S B DORIE ZRAT.
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(1) GR DR BRI L OEH F 1L DS
ChIP-MS % (Wang CI et al, Nat. Struct. Mol.
Biol. 2013) Z W T, GR FAIERZ v 237
HxREET D%, GR ® C KiEHKIC
HTB-tag (6xHis, tobacco etch virus (TEV),

biotinylation target sequence) % & A L 7=
GR-HTB #8777 A I R&E{ER L7, Lo
L6, RZEHEa A N7 7 SO/
BghRNE L RS, BEOITICE S 20 &
it L7=. ChIP-MS £ % W& L, BiolD %
(Roux KJ et al, J. Cell. Biol. 2012) #3fE L7=.
Gateway EIC L > TCL U F U A L AFEHL =2
VAN NEERLZ A F A S
F v TH D BirA* ¥ 7 AL -,
GR-BirA* 35 X 18 NF-xB p65-BirA* i~
7 A F#% HEK293 Mgl EE - EAL, 4%
B A NT 7 NDOFBL%E Western blot 1%
WL VMR L., TOREE, a2 ba—
BirA* 1 X OV GR-BirA* ¥ L /37 B O3B
DEFE T E 7223, NFxB p65-BirA* D FBLI



B BN oTz, p65 & BirA* ¥ Z RO
B LORSZHFHE T D2 LT EILL)
SHBEWMIEL2 TFTETH D, KIT,
GR-BirA* O FF AMUREZ R L7z, =2
kB — L BirA* X' GR-BirA* Zi#{5 1
O\ L7- HEK293 fifadic e 4 F iz L,
Western Blot EIZ &0 B4 F AbF o0 H
R Lz, ZORE, =22 h—/1 BirA* &
g U GR-BirA* FEHMAIZB W T EAF
VALK AFR B O B A T oAb Z X
74 (90, 65, 55, 45, 37 kDa) &Rt L7z, &
m,:@G&mm*ﬁ%%%?%é:k%
FRHEDIC, BRI VaalLFasl RTh
5%%#%&yy(mm)wﬁ%&GR@&
WNBAT & o o Y kI L - TRER L 7.
Z DfER, DEX FEMLBRRFIZ VT, GR-BirA*
XA I CJBTE L, DEX AEEFAICEEN
BiT L. B4 F MBI W T,
GR-BirA* OHIlANJRTEKAFIIC, B4 F
fb& o R BOEMBBD L=, b0
Z 75, GR-BirA* X GR & L CORERE % 1%
FLTWDZ ERHLNIZ/A -7, BiolD {£
DOREBENZER LTZDT, av hr—)- BX
' GR-BirA* O L v F T A VA% FNTE
EmFEB e MRESGE (BEAS-2B) % 7EHY
L7-.
(2) GR-p65 HEAEKD 7 v 7 A — Lfifht
Ta T A — MMEFT RO T E T D
7elZ, 2 hr—/B XY GR-BirA* #ifid
\Z DEX # X " NF-xB {EMELHITH D
TNFa ZALEL L, GR-p65 BHAKMNER S
% 2 Wi f2 (MR & g L7z MR A R iR
movetT by X7 E % Streptavidin
KE—ATHREL, LW AT, TAEREL
B, BL7 ALY Sl
(on-beads V¥ 1) Z 47\, Lk % Zip-tip
(Millipore) IZ X > THR L. ZhEzE&%
MRS 7 e Lz, BESI#ES (LTQ
Orbitrap XL EDT ion trap-orbitrap hybrid MS)
ZHWTEESHT 21TV, Xcalibur software

BIOF —Z _X—2 %KY —/L Mascot % [T
WTHELNTZB AT F Raftr L7z, %
D5, ribosomal protein, BirA protein, GR 72
EOZ NI BRI LTz, L LZRnb,
B 2 R BT EENRDP T2 T0, R
R E(EN AR ORETH 5.
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