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The study of Daxx peptide interacting with mutant p53 inpeculiarity.
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WFZER R OMEEE (3230) @ The observer of aberrant gene, p53 has mutated in a lot of cancer.
When the pb53 gene has mutation, p53 not only lost its function but acquire new function
to promote malignancy. We showed in detail the role of Daxx in TNF-alpha signaling and
that mutant p53 inhibited this signaling through the interaction with Daxx. Moreover a
new possibility of obstructing mutant p53 by Daxx peptide was suggested.
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F—TU— K ZBHEA p53, Daxx, gain of function
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MIA N AT DL 972 d b ORE
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B B INTHRE DB AOEMERE WV, T
1X5ED p53 @ loss of function 721 T
IR DT, 28 B p53 SHERIN T
TRl B D@ E . BRSO TEVEE & TT
HEESELWMEALTNDZ LEREBL
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FERFHNCHEGE T 5 2 &0, HRRIC ik
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ZHIVFE T Ohiro HiX. Daxx &\ 9H & v
XTGBT p53 IZITEE S LR AS,
ZEEM ph3 LFEAETHZ LA R LT,
Z L CEDOREE 175 pb3 OFEMEFE & FHBE
LTWABZERALNE -7, (Ohiro
et. al. Mol Cell Biol. 2003 Jan,
23(1) :322-324)

Daxx 1ZT7 AL & FX —T&H D Fas &
ANV RAEY—THD ASKL (ZEEERE
BT HTHE T =T L LTHRE
S 7z, ASKL DIEHEAGIL LD INK O
MibZEBl &I L, THR b= A &5 &
B4, F72 ASKI ZIEMHE ST 5B]D
VT IRERKEE LTINF L T 2 —
BENDD, YA M IA L D—DOTHD
INFa BfEET D EL INF LET X —1T
TRAF2 Z 47 L C ASK1 % & MEAL L FAS #R 1%
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Hela, Me180, A431, A2058, HEK293 #Hfia
ERW, FBEEFEAT
FuGene6 (Roche) F 7213 Nucleofactor
(Amaxa Biosystems) Z H 7=,
QuxAZTawT 4T

TNFa (PetroTech Inc) (2 X - CHillik
L7- HeLa fifa, BLONEIETFEA LT
ZIE LD HEK293 HHfa i 48 FEfEI#£1C
PBS TUE##%. NP-40 Lysis Buffer (150
mM NaCl, 1% NP-40, 50 mM Tris—HCl [pH
7.5], 50 mM NaF, 5 mM S
—glycerophosphate, 1 mM sodium
orthovanadate, 0.5 pg /ml aprotinin,
0.5 pg/ml leupeptin, 0.7 nug/ml
pepstatin A, 10% glycerol) 2 THIR
b, 0% BiGEfMahhti s L,
fafh & 1Z SDS—polyachrylamide
gelelectrophoresis (SDS-PAGE) = T
BAf%. polyvinylidine difluoride
(PVDF) X 7 L > (Millipore) IZHRE- L
77 BFE P Daxx RV 7 o —F /LHUR,
PLHA &/ 7 a—FHUEK (Roche) . $T
FLAG & / 7 1 —F )LHi{AR (Sigma) . FLp53
%/ 7 u—J /L (Santa Cruz) Hiflk. H17
7 FRY 7 a—F LA (Santa Cruz) |
¥ EGFP & / 7 v — ) L Hi{k (Santa
Cruz) & Hv, ZRPUARIZIE HRP AT
~ 7 A 1gG ik (Pierce) HRP EEakHT 7 £
> b 1gG ifk (Pierce), HRP HEifT1T v
b TgG $Hifk (Jackson ImmunoResearch) &
FIv, SuperSignal West Femto detection
kit (Pierce) IZTHHZIT> 7=,
(3) SFE Tk
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48 IRFH# 1T PBS T4, TENT Lysis
buffer (100 mM Nacl, 0.5% NP40, 20 mM
Tris—Hel [pH 7.5], 1 mM EDTA, 50 mM NaF,
5 mM - B-glycerophosphate, 1 mM
sodium orthovanadate, 0.5 pg/ml
aprotinin, 0.5 pg/ml leupeptin, 0.7
ug/ml pepstatin A, 10% glycerol) IZ¥
i, w0 L BiGE etk s L, A
Jash K ITH HA £ 2 7 v —F L HiK,
F72IIPLFLAG & / 7 v —F LHiiR,
protein G— Sepharose 4B (Zymed) %
WT 4CITT 4 B BOS S B0 vhbE L
7o SRIEIIEE A1 SDS-PAGE |2 TR
BA#%. PVDF A 7 L UAZHEEE LT, —IK
Pk & LT, HLFLAGE /) 7 m—F LHi
REZIIPLHA £/ 7 v —F 4k E A
VY SIRPURICIE HRP A5k~ 7 A 1gG,
HRP HEE5kBT 7 v b 1eG HLik % .,
SuperSignal West Femto detection kit
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pcASK1-K709M-HA ZEinTHA L, 48 ¥
M#. TENT Lysis buffer (100 mM NaCl,
0. 5% NP40, 20 mM Tris-HC1 [pH 7.5], 1
mM EDTA, 50 mM NaF, 5 mM
B-glycerophosphate, 1 mM sodium
orthovanadate, 0.5 pg/ml aprotinin,
0.5 pg/ml leupeptin, 0.7 ug/ml
pepstatin A, 10% glycerol) \ZIAfE, =
O U BIEZ MR iRng & U, Milaiafig
HRITHUHA & 7 7 0 —F LHUAK, protein
G- Sepharose 4B Z UV CHuZE LM L 7=,
U UBRALBOS D FE & LT GST-Daxx
70-216 W=, R T 4 Tas b
oa—)LE LT, Varerrh
GST-MKK612) , BLORAT 4 7 2 K
n—Le LTGST # o7 iz, &
IS & FHE L, Kinase buffer
(50 mM NaCl, 10 mM Hepes [pH 7.0], 10
mM MgCl2, 1 mM DTT, 10 mM
B-glycerophosphate, 10 -+ Ci of

[ «+ —32PJATP, 80 +M ATP)IZ T 30°CT
20 4y B &4, SDS-PAGE (2 T4y L.
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WZV AT T F a2 BRI EER
JYRENNAF Ly MTTREL =
0=—ERAT,
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L1BAFZEHDOE) v EAERSED VLT D
ZEDBHLMNIR o7 (X 3), £ 72 Daxx
DITAFZREND 184 FZBEDOT I /oh
WCHDEI VRO ALVA =528 TT
T = CER LT ERE (S/T0) 1%, b
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MH, LA OEALE ASKL 128 - T
U UMb S8 5 rEEMEN R I T,
STO 225 176 ZH DT S =2 %% U I,
184 FEADOT T=v %) NZRELEE
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DI ENTREBENT,
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X4 Ul S0 Daxx /4 ASKI &
FIHETHS JNK E15M L TE 20

WERDEZ TIZINFa b INK ~D
7 F IAREEIZTE Daxx iz:%gf%é Lk
ZEZONTEREN, ARIFAFEEICL - T
:@vﬁfwﬁémmmmiémm@
VUMV ETH D Z ENHLINE
fiofco

\_h%@ﬁéfﬁﬁﬂw3me
DEDTHETLTHA D, NWENKE
Wﬁﬂﬁﬂ%%oﬁ@ﬁ%Twafﬂ
T % & B pb3 A FEE T D M T A
HNT= L 972 Daxx OB EHIZR O
mnot- (K5),

function ZfAETE A LE XN, F
TAEM p53 (THES L, BPAE pb3 1T

A L7V Daxx OFEIK Z3H~X7-, Daxx C
Kl o> 625 2 H 726 740 3% H 2 & TefH
TR R ph3 LR FEG T B8, B

B ps3 LIXOT NI LIFER LignZ &
Nbhhot- (X 6)
|P: EGFP
WB: p53 WB: p53
279-740 625-740 275-740 625-740
8 419740 L, 419-740
| B —— ‘ wild type p53
IP: EGFP
WB: p53 WB: p53
279740 255740 279740 625740
3 419740 A0 419-740
| o wa— -.W Mutant p53(175RH)

Cells
(p53 status) ME180 (WT) HelLa (WT)

TNFa(ng/mL) 0 1 5 0 1 5
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Actinl— — e — — —
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5 BN pb3 M Tl INE a 42 o
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2 p53 & B T3 M Tl Daxx FEB14E
TS 54170

DT EMBERA p53 1T Daxx ITHE
BT BHZEITE T Daxx DV R
XA BEAAHET LI L, IBITE
D Tz dH 5 INK OIEMAL ZAEHEST 5 Z
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@ gain of function ®—2¢EX B
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UL, WADEMEZ T2 ENTE
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JOPNIZERFI IR S B2 L 2 A, BNICRH
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AR BL S, ar bo—Lilin s v
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