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WFFERR B OBEEE (FI3C) © HDAC6 & A UNMENACCL % siRNA I LY 2 w7 X7 L, HSP2T Hifk T

SIELRES 5 & HSP2T DT B F AL T L TV D K 9 1ITH 2 7273, acetyl-lysine LA TH
FEVERE9 5 & HSP2T DT & F AL DI &b /2 TUEITERD b /e o7z, HSP2T DU ¥ U3k HE 7
il 2 NER 7 L = BRI L T2 vector Z/ERE L, HDAC6 % siRNA T/ v 7 X0 & 5\
TSA AN L. HSP27 O 7 & F /AIRRE S Mgt L7=725 . Z D S B iz b - 7=, B
{Z HDAC6 % siRNA T/ v 7 X7 v H AW TSA I L. 7 & F IUALEBALIZ DV T LC-MS/MS T
FLIER, TEFMMEDOE L T DLENLORFE D TEX oz, I T, EEEkickE<HE
o TUWD B-catenin OHIPINENEEIC HSP2T N ED L 9 7B A KIF L TWAH M Z kst LT,
ZORER, MIRE CHBEZRLTEY ., pull down assay I[ZTHEBERES L TWND I EB00
57z, BITHSP27 % siRNAIZ T/ w7 X 45 & B-catenin DX F Ak & iR H3 jiE
T5 2 ENRH BT HSP27 1% B —catenin ZHIAAN THERF 2 DICEE L T\ A Z & AVR
X7,

WFZERE R OMEEE (3£30) : Using silencing of HDAC6 or NACCI on MB-231, hyperacetylation
of HSP27 was seen by immunoprecipitation of the endogenous proteins with anti-HSP27
antibody, but not with anti—acetyl-lysine antibody. None of serial mutations from lysine
to arginine in HSP27 also led to evident change of the acetylation state by treatment
with HDAC6 siRNA or TSA (HDAC inhibitor). Additionally, LC tandem mass spectorometric
analysis did not detect acetylation sites of HSP27 on treatment with HDAC6 siRNA or TSA.
Therefore association between HSP27 and B -catenin was examined. Immunohistochemical
analysis indicated colocalization of HSP27 and f—catenin in the cytoplasm of MB-231.
The interaction between HSP27 and f —catenin was confirmed by immunoprecipitation using
cell lysate of MB-231land pull down assay using Halo— or Flag—tagged proteins of HSP27
and fB -—catenin by wheat germ protein expression system. Silencing of HSP27 induced the
ubiquitination of B —catenin and the degradation by proteasome system.
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Heat shock protein 27 (HSP27) [IHL¥&E T
FEPTTHE L TR Y | fLFEREEZII LD LT
DIERITHEZ R T RERQRERE & 72> T
5. ZIvix., HSP27 7% cytochrome c¢ X
pro—caspase 3 EfEE T H I LTk,
apoptosis DREHs & HIHIIZHIE L T\ D7z
OThD, £7-. HSP27 IZ Akt, & A\ L NF-
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I, BERXABMUERIILD, SEIERFTNY
VYRR T v FALEM (T F LR
FOWLTEF A b)) Ik, HEENEHIE S
TWH EWVnHImENRROLND, Ll
HSP27 DT & FNMALIERFIZ D\ T OHE T
DOV, ZOERN ED LD ITHIREEREIC
WELHZX DNIAATH D,

histone deacetylase 6 (HDAC6) [N

\ZHEET DB T BT /ULEERE T, a—tubulin,

cortactin, HSP90 DT & F Ak &1 L .
WEdHDHWITS T v ta b LTOMEE
ZHIE L T\ b, s, BIB/POZ domain
family 2 J&8 9 A Nucleus accumbens—1
(NACC1) 7% HDAC6 & #& L. HDAC6 @ «

AL

—tubulin DT & F Ak L O OlEE
Ze il LTV D F AR L7z, B2 NACCL 28
Jix < HDAC6 DRLT & F AV S 5 % I
LTV D0 %729 cortactin & HSP9O
IZOWTHET L2, DS, cortactin B
JOVHSP90 (%, HDAC6 & NACCI o {##MI1E
(RO IT B F AL Sh, HEERE DR
R D UVNE L T H — OTE MO HERF A
b3 2 FE AR LTz,

Z T, Bexld, HSP2T 1I2h U ¥ U RN
TARDHDHZ LD, WTNDNRT BT UL
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HSP27 MEIZEAICRE S BHb->TWno B
—catenin OFFINENEEIZ & D L 5 %
B2 B HRat s Z LICENELET L,
3. WDk
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FLEERIERE CTH D MB-231 Zxf5 & L,
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BV AS 1 L 7= HSP27 DIEHL vector
EERLE (VYU EERETLX
S URBRRICEMB LRI BT
L Z HRVIRREE 72 D),

® HSP27 @ wild type & %W Ei
mutation Z A9 vector & HDAC6 O
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ZET L7z, [AER 72 M5 HDAC
inhibitor T&H 5 TSA LLEETHITH-
72
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AT DWW TR 5,

(2) B-catenin & Hsp27 OB RITE DT
ZNZEN DTS OWN T o Y
%247\, confocal laser scanning
microscopy 2 CTHIET L7,

(3) B—catenin & Hsp27 OFEE O¥aEt
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(4)HSP27 12 X % B —catenin OMANG A &
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Hsp27 % siRNA C/ w7 Z7 o LTI
M B —catenin DOHIIN G H B DRREF
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siRNA T/ v 27 Z7 L MG-132 (2.5
u M) WsHn 5 EEfEf TO B —catenin @
2 X F oAb LY VI b E R
L7z,
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