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Fi AR RT-PCR Fl %% ENIEHR 7, HSP27 546 # GEAN 1] (1 )i 41 il Hep3B. MHCCO7L Fl MHCCO7H H & A7 14 fi
Ko JRAT I T4 E%, HSP27 mRNA FHEE AR AA K 15 T 4h I A R v e 52 LEAFOG. e B v e JIT i 40 i R MHCC97H
ff) HSP27 RNA TR 5 45 B W7k, HSP27 RNA T35 MHCCO7H ({478 (MHCC97H #1: 21.36 +2.92; X1 RNAi 41 :
19.88 +2.23; RNAi 41: 11.40 =2.05). i&&hH 7)) (MHCCOTH 4. 26.35 +3.29; X/ RNAi 41: 24.43 = 3.17; RNAi 4:
10.92 = 227)W BI85y, AWM EEH I (MHCCI7H 4. 15.12%; XM RNAi 4: 17.56%; RNAi Zl: 27.64%). [ 34T
T S IR AN & B, HSP27 TR K kB(NF-B)E E3H], 3 H. 52 B0 325 7R 40 B A% N 354k () NF-kB p65 I
A, AN BRI IkBa FRAK. 546, e SLPTTE R I &3, 70T 40 i 9 HSP27 Al 5 IKKB. IkBa JLyiiE, HTE HSP27
RNA FHJ5 IKKB 5 IKKa 545166 TR, X egt B4R, HSP27 Tl 2540 i W NF-«B il % 19306,  sZmgn i - f
MNIZ SN, 70T A0 AT 2 8% 1 e b R AE R

KR AR AL A R 27, fF 5T, T «B(NF-kB), RHEE, 1D, RNA T3
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AER 5 IR O &R H 25 52 B A, 238 % 4 i
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HBERARM T EARE, Wit T HSP27 5T
o A BRI R T BRI LRI G R
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1.1 k5
RPMI1640F1 =6 DMEM 55 75 H Gibeo 2%
#i]; RT-PCR i 7 £ (Formants 23 @] 77 i ); HSP27
RNAi i #] # (Cell Signal 2 #): % 4% ik #

# & (TUNEL 7£)(Roche A #]); Matrigel /7 B. D. 2=
VIR AW 77 s Transwell /)y % (Corning Costar 24
P ) BTN HSP27 e [ HT AR (StressGen 24
fl); IKKB. IKKa. IxkBo M 1k IkBa(pIkBa)
Y% 53 FEHTR (Cell Signal A 7)); HRP Fric 1L E 4
B WEEHTVN R 1gG PUik K cy3 pric I 2EpT i
¢t 1gG Piih(Santa cruz 2~ Hl); ¥WEALIF NF-kB p65
UL R 7).
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). MHCCOTH (5 ¥ #8 ) A AW 73 P 4 A% A A7 9.
Hep3B 5 MHCC97L. MHCC97H 73 HIE S 10%if
A= 1ML (1) RPMI1640 35 7% A = B DMEM 15 7
HEATARARRE 7. B K 48~72 h J5 & 80%/c A+ fill &
FE, JEBEWAL, dMuitd, A PBS R 2 K, &
OEEAN T 1.5 ml B0, 70 CHAA#H.
1.3 YRR IR

BN BT % 40 e Hep3B. MHCCY97L 5
MHCCO7H, I A 1x10¢/ml 4 f &0, i in -1
H T LI, ARTE, 4%Z RHFERNE, 1%
Triton X-100 42, B HIE, AN ESLA HSP27
BT FEHUAR(L ©200), 37°C {449 60 min, PBS 784>
VRGN Cy3 drid L =E P/ )= H1A - 200),
37°C Rk 30 min, PBS mAriEvt)a, HuwE A,
PN IR BII R
1.4 RNA Ttk

JIRE 95 A v e % A JHE i 0 R R MHCC97H . 41
L, vHEG F 10% 06 4 1L B 6 1Y) DMEM #i
B, BENLE 6 fLIGFRBCT, 2.0x10° 4> /4L, K%
TR MRS I 80% A4, 5 2 RIF L al ks o
IH ¥, e DLSHT 8 () 5 1375 /) DMEM 1% 7% ¥,
1.5 ml/ £L. HUP AN 55 0 RNA Bl (19 2505, 20
AT BE il & 4 pl Lipofectamine 2000 ) ¢ I ¥
DMEM 5 B 250 wl Al 6 pl siRNA F G I i
DMEM ;i B 250 wl, BRI A, EHFE
5 min. % 2 WA RIS, FiRFHE 20 min, P
JE 1. RNA-Lipofectamine 2000 £ 5%). R )5 & T 6
LB FEM R FEAS, 37°C, 5% CO, 40 1% F7 46 v i
. siRNA (WS % 100 nmol/L. %4 48 h & $2
A S RNA M 5 8] 1 (RNAI 4H). HSP27 siRNA
¥ %) : 5 ACGGUCAAGACCAAGGAUGATAT 3’
(sense); 5’ CAUCCUUGGUC UUGACCGUATAT 3’
(antisense). [F] I ¥ % G4 AE T4 siRNA A B 4 0
ZH (Control RNAi 2H) J2 A ZATAT] 4b # () MHCC97H
A PMRAET- PR I (MHCCI97H 41).
1.5 EES#SEBRAMBEEATHBHAR

HY MHCC97H. Control RNAi 41 #i1 RNAi £H 4f
% 1x10°, Trizol(Invitrogen 2 ) )7A 4 $2E &1 RNA,
EH B B RO 2wl T N 2R A5 5 5 s R I
SRR R BT, SEER A 3 k. IR DN 22 AR
IR IEbRE: 2R B RME 5 KRE Lu < 0. 5 (F
WART 50%).
1.6 RT-PCR

T S R R AL U W P HEAT . W R S

cDNA T -20°C 77 4 F. 2 37 503E i) PCR W A&
A, Mg¥ WE 4 1.5 mmol/L, ¥ L. 95C
5min; 95°C, 30s; 57°C 30s,72°C 40 s 31 25 1§
K, &Ja 72°C, {1 8 min. HSP27 5|#) ¥ 41: 5’
CCAGAGCAGAGTCAGCCAGCAT 3’ (sense); 5’
CGAAGGTGACTGGGATGGTGA 3'(anti- sense).
% GAPDH 5| #))¥%: 5 CCATGTTCGTCATGG-
GTGTGAACCA 3’ (sense); 5 GCCAGTAGAGG
CAGGGATGATGTTC 3’ (anti-sense).

1.7 HRIZENIE

FH A A R BGR 7 & (Active Motif, &), 2
W 40 o 6 B8 (1 M A% R (1, LA Bradford VAREAT & A
JPURE B R AR B TR A A AR L ORI B
FR ERE S50 JRIARHES 7 iR S A 2 1
JRUE X . 12% SDS-PAGE Jii, & T Trans-Blot SD
P, Th B HG, S S%IIE IR
(5% 5% BSA)AI 0.05% Tween-20 (] TBST il N 3f
VT Th. F 35 PTVBOMG B 11 B PN HSP27 H [ Hit 44
(1 :1000). 7HALH NE-kB p65 (1 : 2 000). RZHi
IKKB (1 :1 000). IKKa(l :1 000). IkBa (1 :
1 000) X% B2 4k IkBa (1 1 000) 5 PVDF i 2448,
4°C I I HRP FRid FEdT/b B 1gG Hidk (1
5 000) B - H R 1gG Bkl 5000), i 1 h.
ECL b2 k0, THE=EE X B gt, B,
FERG s KU i 5 IR AE
1.8 fZHBEATHN (TUNEL %)

I B i s 0 N B e L 7 1 ] 9
(4%Z ZEH 1 pH 7.4), =HJCE 60 min; PBS # 7t
XUV T N NI B B 0.1 %05 FR A0 IE 1 1 0.1%
Trixon X-100, VK FJHCE 2 min, JLja)d% 109 (M
WL BRIC IR 1) LB E ) TUNEL J WY VR &5 s
B P I PBS YR % J K 4t € v ] [ £ 7K o0 1
FAMBEA I 50 wl TUNEL & NVIB G, T
37°CH#H 60 min; PBS ¥¥LEc. DAPI & 4454 41
J M€ J 75 50 i PBS G T 98 6 B T W 4
B[R PARRIC A0 TUNEL [ MR A i E A
JF P 6
1.9 {K4M Matrigel 122 . izzhLL8

H 35 pg Metrigel 4i7E transwell | =il % A\ L
JE . £ HSP27 siRNA ) MHCC97H 4ifitg, JH
JC I35 DMEM FiiRé i 1x10%ml 41 B B2, 100 wl
g B NN transwell _E%, FEIIA 600 pl &
PEREFREL, 5% CO, B IRAH R 9% 24 h. BUH tanswell
NE, RF EERAE, AR LR, PBS
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Ve 4% %2 5 F I8 2 15 min, Giemsa % {1
30 min. 5i R4 @R A MR OP R, RIER
110 SeEHiiE

SiRNA % %t 48 h 5, H 0.5 ml 2 fif W
(20 mmol/L Tris pH 7.5, 150 mmol/L NaCl,
1 mmol/L EDTA, 1 mmol/L EGTA, 1% Triton
X-100, 2.5 mmol/L fEREIRHN, 1 mmol/L B- & T
Wi, 1 mmol/L PMSF, 1 mg/L Leupeptin)Zfi# 10° 41
fid, 4°C. 12000 g &0 30 min, HU 3. Fdtit
EW SN 20 wl 1) G B A BERE, 4°CZEI18H
PE3h, 12000 g &0 20s, M EEWRE B S
D, IEE—PL, 1h G 25 pl &G54
)G HE BN, k28R4 4 h, 12000 g B5.0
20s, % B3, FRBEDESDTE 3 IR, 31234 %
W NN 30 wl 2xSDS _EFFZEME, h/K#E S min,
UK A AL, 15 pl BT SDS-PAGE. HiVk 5, #4
SO BN 2 PVDF R AT G i B e .
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2.1 HSP27 EARREEBEEMEMAEAPRRIE

HSP27 7 A\ ¥ 4 e &2 Hep3B. MHCC97L.
MHCCY7H " = BERIA T A iy, ] W40 it
WA B R R DR (] 1a); B 1d, le TR N
HSP27 7t Hep3B. MHCC 97L. MHCC97H 3 F fif
I A0 M R mRNA (1R85 0. A 2 B 3k A5
RT-PCR ¥4 ¥) HSP27 Jv BtF1 GAPDH Jv Bt 4ty
We o BE 4, UL GAPDH W% FE A b N & % K,
HSP27 mRNA [P0 LA BEAMKIK A : 025, 041,
0.45, %7 ¥ AE & 9 1) MHCC97H % ik % =
MHCCO7L ik, ¥ ICH% 3 Rer 41 i &% Hep3B
WG, S BEI A R, HSP27 S AL 3 M
AR R RS RE, RILKFEKS mRNA
KT 5, BB Rt R ) MHCC97H K1k
B (B b, 1c). B HSP27 ik /K1 55 i s 41 B
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Fig. 1 Expression of HSP27 increased consistently according to cell metastatic potentials
(a) Cytoplasmic staining of HSP27 in MHCC97H ( as that of Hep3B and MHCC97L, so the latters not shown) was
predominant, occasionally in nuclei (400x). 1, Immuno-fluorescent nuclear staining for DAPI; 2, Cy3-immuno-fluorescent

image of HSP27; 3, Merged image of 1 and 2. (b) HSP27 expression was analyzed by Western blotting in Hep3B,
MHCC97L and MHCC97H cell lines, GAPDH protein (36 ku) as a loading control. (c) The Results presented were means of
triplicates (x + s). (d) PCR products of HSP27 from three cell lines were analyzed by electrophoresis through 2% agarose

gels after 25 cycles, GAPDH (251 bp) as internal control. (e) The results presented were means of triplicates (x * s).
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2.2 HSP27 B HIBEIR T AFFRARRMEREE . T
e

1EFE HSP27 mRNA 314 £ = ) MHCC97H 4
MuiE4T HSP27 RNA THLik5:, 4% HSP27 siRNA
48 h JE#EHUE RNA, ] RT-PCR £l HSP27 3[4
) RIEIHEIE O, 3 PATIAE 4 (RNAL 4 .
Control RNAi 41. MHCC97H 41) ] HSP27 45 If]
W' BEAE A X T GAPDH 45717 43 ) 4« RNAi 41,
0.12; Control RNAi 4], 0.88; MHCC97H 41,
0.93 (&l 2a, b). RNA T #L W % ~ i T HSP27
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Control RNAi 41 ((1(24.43 + 3.17)F1 MHCC97H 41 f]
(26.35 = 3.29) (Kl 3a). AT LI 45 R BoR
HSP27 RNAi 4] (11.40 +2.05) ZFid b3 &1 41 o
#1/bF Control RNAi £1(19.88 + 2.23)f1 MHCC97H
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(©)

— | — — GAPDH
—_ | — — HSP27

RNAi Control MHCC97H

1.6
141 T
121
1.01
0.8F
0.6
0.4r
0.2 ’—L‘
0

RNAi Control RNAi MHCC97H

HSP27 protein (relative to GAPDH)

Fig. 2 Expression of HSP27 was distinctly inhibited after RNA interference
(a), (b) PCR products of HSP27 in MHCC97H were analyzed by electrophoresis through 2% agarose gels after RNA

interference. GAPDH (251bp) as internal control. (c), (d) HSP27 expression was analyzed by Western blotting in
RNAI , control RNAI and non-treated MHCC97H cells, GAPDH as a loading control.
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—~
=
=

30

251

20

15F

— %

10

No. of migrated cells

RNAi ControlRNAi MHCC97H

Inhibition of HSP27 decreased significantly motility ability of higher metastatic

potential HCC MHCCY97H cells
For observing effects of HSP27 on invasive and migration ability of MHCC97H cells after HSP27 RNAI, in vitro

invasion (a) and migration (b) assay were performed in the presence of the compound. The results represent means

of triplicates. *Statistically different from control at P<0.05.
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2.3 AT R

o 3 il M X 23 BT K B, RNAi 41 . Control
RNAi 41, MHCCO97H 2 3 AN FATiR 20 4 f i 1
Lt 9 43 5 4 27.64%, 17.56%, 15.12%, HSP27
RNA T4t 5 MHCCO7H 4 i 3 - Lb A7) BH &5 34 .
TUNEL 72 b5 ic 4 g % B .78 HSP27 RNA T4 )
MHCCO7H 41 fa i = Le A 34 n (& 4).

24 ALESESEERCHFHAREGR
TE RS BT 40 I BT 40 e MHCC97H RNAiL 4H 5
Control RNAi 41 . MHCC97H 4 #H bk, TIL2.

LTA. NFKB1 (NFkB). NFKBIA (IkBa).
PECAMI JJHHELEH 2 TR (Kl 5), 145 R4 St e

i PCR UESE. i pathway miner R A{4F 40 M, X4
FERIEA7 T NF-kB J# i.

(a) 500 (b) 351
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MHCCI7H £ |apoptafi Marker % S 304 =
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Fig. 4 Apoptosis ratio of MHCC97H cells increased after HSP27 RNA interference
Cells apoptosis were detected in situ by flow cytometry (a) and TUNEL technology in MHCC97H group, control RNAi group and RNAi group

(b). Virescent reactivity in nuclei indicated cell apoptosis(c). The results in (b) presented were means of triplicates (x =+ s).
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= B . L C'I-
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k) " O®
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Fig. 5 Representive expression profile of signal transduction pathway-related genes in
human MHCCY97H cells detected by cDNA expression array system in MHCCY97H
group, Control RNAi group and RNAi group
NFKBI1 (NF«B 0.032 + 0.027), IL2(0.123 + 0.019), NFKBIA (IkBa 0.273 + 0.033), LTA(0.381 + 0.029),

PECAMI (0.437 + 0.026) showed significantly downregulated and were subjected to NF-kB pathway.
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2.5 HSP27 &5 7 RFEMMA NF-«B @ HE

FEDES R I o0 B 4 R 37, HSP27 L5 41 g A
NF-«B i (AR ICTE. SEg 45 R o, HSP27 T4k
Jii, MHCCY97H 41 M k% M i L 1 NF-kBp65 92> (K]
6a), i B FRIL Y IkBa k> (K] 6f). XA
FERE T RE e 41 L 20 A% NI AL IR NF-kB p65 il
KB, Hep3B. MHCCO7L J2 MHCCO7H 4 i k% W
WAL I NF-kB p65 4 1 Bt 4 5 ¥ i 10 389 o0 17 14

(Kl 6b). & T BE—DAESEAE 3 FPAS[R) 46 7 v e i
411 L Py HSP27 15 5 NF-kB 842 (1) K8ty 141 1.
YERT, K HSP27 5 1 14 5 v B P AR R AT fo i
DUVE, SR EoR, 76 3 P40 b HSP27 ] [
IKKB. IkBa FLUTHE, 1A fig 51516 1 NF-kB p65
ILCIE (K 6¢, 6d). [AII IKKo 3% JL3T e 45 R
7N, HSP27 THLSEE A, TKKa 5 IKKB 45 &
b (K 6e).

(a) (b)
NF-kB p65 “ NF-[(BP65 | — | —— -

(activat]e):d) SRR (activated)
GAPDH S S G APDH . o —
MHCC97H  Control RNAi RNAi Hep3B ~ MHCC97L  MHCC97H

(© Lysate (@ (ﬁgﬁg) IP: HSP27
HSP27 e w— — HSP27 | — —

REEBICY e o : -

(activated) _ IEIaFC t'f\gtfég; ‘
[KKP o o — IKKB e —
TKBO  c—  c———— —— IkBa -—

Hep3B ~ MHCC97L  MHCC97H Hep3B MHCC97L. MHCCO7H
e IP:1gG
© IP: IKKa (Rabbit) ®

[KKo S — —
]KKB' A ——

MHCC97H ControlRNAi RNAi

GAPDI e ——— mm—
pIkBa — e—— ——
MHCC97H ControlRNAi RNAIi

Fig. 6 HSP27 is involved in activation of NF-kB pathway in HCC cell lines
(a) Activated NF-«kB p65 in nuclei was analyzed by Western blotting in RNAI, negative control RNAi and non-treated MHCC97H cells, GAPDH as a
loading control. (b) Level of nuclear activated NF-kB p65 was analyzed by Western blotting in Hep3B, MHCC97L and MHCC97H cells. (c) Same

amount of cell total protein lysate from three cell lines were analyzed by Western blotting with antibodies directed against HSP27, IKKB. IkBa and
activated NF-kB p65. (d) The precipitated IKKB. IkBa with anti-HSP27 antibody or normal mouse IgG in HCC Hep3B, MHCC97L and MHCC97H

cells, the HSP27 contents in the precipitates were used as control. (¢) The precipitated IKK@ with anti-IKKa antibody or normal rabbit IgG in HSP27
siRNA-treated MHCC97H, Control siRNA-treated MHCC97H and non-treated MHCC97H cells, the IKKa contents in the precipitates were used as
control. (f) plkBa was analyzed by Western blotting in RNAI, negative control RNAi and non-treated MHCC97H cells, GAPDH as a loading control.
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HSP27) 12 RIE TS ML LM, #E—Lefp
R RIL, WEEFLIE . P BRI Y
A TE IR 55 2 PR MR, TS MR R R R 2
TNM 23 {145 500, 4k HSP27 ] e 3 P 1 40 Jfa () 3
B, 1EFLE . IR B i A s, AR
HSP27 W] G825 55 [ g 1R 47 28 2 o O, AR R0 20 iy 390
TH 6 A4 i e AL K IE N . HBV 9 AR
JFF 36973 N 160 L3752 1 4L 2B F e R, RSB
T 132 28 SR T g A 2 R T R I v b
HSP27 4 S P = K IAP. AW th BoR, L

mRNA 7KV 2 78 8 iR IE K, HSP27 7E A
JH- 55 2 P v (2 0 B o 40 i A v e 1 1S oo
& S RREETAE R 580G T H HSP27 Al s
R I AN K12 2212 5 e #R W B Hb PR, 42
78 HSP27 225 17 N84 M s (1012 28 e B il 7

KEUFEERM, HSP27 v LIEH T AN[HH 1
P B ZANERAT, I T, AR R
G A7 35 R B E R . AWTSC R I, HSP27 RNA
TP 5 v 7 7 B MHCCO7H 20 It 8 1= Lt 451 1Y 5
W, R EH HSP27 78 i 40 M ke 21 T 0
TIMER, 1X5 Higaki S5®[16F 70458 2 — 21,
AJREAE A HSP27 1) e ik 38 0 1 iy e B 8 R JHE
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e A0 MR T 5 LR R, A4 e A5 K
(RS v y/ve S v 211 U SN = e

15 57 SR 7 i 45 R 487K, NF-«B {7
5 IR AR AT R RS T A0 i HSP27 il s 1%
PER B, I8 3d X HSP27 RNA -6 o i = # %
MHCC97H 4 ffi#% P I35 4 NF-kBp65 Al iE 55 1
KA WS —J7 g s HSP27 2 5 T 4 i
N NF-kB 3425 305 . NE-kB/IkB/ IKK {55 5 #; 33
A8 0 AH G DR PR A s, 4 i ) 3
SEE AP T, DA 40 g A 5 e i 1 v R 45
AR FHUO NF-kB i A7 [0 457 23 40 vl i 2 40 i 1)
L SO 1 411 A Sl P 4 B A NV W s e
WA DAAEE, A I 3 AR R0 e A M e .
UL R TUR I, AR 4 A NF-xB 0% 45 br
(21 A% S AL IR NF-kB p65 B T 41 i i 708
Red N 2, b LR St T30 fr. K2
TEOLT, NF-kB oS #4252 T HAH & A kB
() B R AL J5 B o I B AAR P A, 22 5% NF-xB 1% €
FEA% "5 F1 DNA 255 4538, 330 NF-kB A% 945
B T FE DR (e oG DX, S s S DR ik T
SER. AEIX i R, IKK AR ) T e
ER, Jorp IKKB /2 IKK & & A (1) 5 521 4y,
AL A IkBa [ [F) Ser32. Ser36 iz i, ikfE
i kBB L) Ser19. Ser23 fiff [ 4b 1314, J5k LA # J1] ik
55 O A Hh 2R B TKK B J& NF-kB 30 120 73 W2,
55 IKKB H 1l BHLIWT NF-kB 15 5 i 05 A1
FUR B, A5 3 AN [ i 7% 9% fig 00 9 Ah i
HSP27 AJ ] IKKB+ IkBa HLyT3E, F3%m IKKB 5
IKKa 4546 K& IkBa FBERE AL, $&75 HSP27 1] fig
I 5 IKKB M4, e IKK 69, 8N
T IKK AW 5 g oAb s oy A AR, 4k
MWL IkBa, L3 IkBa 5 NF-kB ()70 5,
% NF-«B i&4%. b4, HSP27 Alfigib 25 T itk )n
IkBa M2 246 fE, FE R L IkBa B 26 S 1
HEABAIKAE, TIHES) NF-xB 1305

B, HSP27 AE 4 #pR v 8 1 5005 P A 40
THEA, BRIEND ARSI AL,
Kb IR T3 5 2 R R I & R
SNz ZR R R AR FUADUR I HSP27 [ s ik
508 40 R ) e B 0 e O, T HUREW HSP27 1]
it 5 NF-xB il IKKB & IkBa 873 (KA LA

MRS58 IKK 2 A MRS E VEK 2 55 NF-xB i@ 1%
9> SR 1K i B e N 5 N NS i 22 AN B
1R ZFARL I WAENL IS L BRI T A,

& % x Wk
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Expression and Biological Mechanism Exploration of
HSP27 in Different Metastatic HCC Cell Lines *
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SUN Qiang-Ling", LU Wen-Jing", KANG Xiao-Nan'?
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2 Research Center for Cancer, Institute of Biomedical Science, Fudan University, Shanghai 200032, China)

Abstract To reveal molecular mechanisms responsible for that over-expression of heat shock protein 27 (HSP27)
is associated with poor prognosis in liver cancer, expression of HSP27 was analyzed by RT-PCR and Western blot
in Hep3B, MHCC97L and MHCC97H, which had higher metastasis potential than Hep3B, and after HSP27 RNA
interference, MHCC97H migratory and invasive capability were evaluated by in vitro migration and invasion assay,
apoptosis ratio was detected by flow cytometry(FCM) and TUNEL method, prominent altered signal pathway was
analyzed through a Human Q Series Signal Transduction in Cancer Gene Array. The results showed that the
up-regulation of HSP27 expression in HCC cell lines was consistent with metastasis potentials. Using RNA
interference technique, mRNA and protein level of HSP27 in MHCC97H cell line were specifically reduced by up
to 80%. In vitro migration and invasion assay showed the average migratory and invaded cell numbers per field
were 21.36 + 2.92, 19.88 + 2.23, 11.40 = 2.05 and 26.35 + 3.29, 24.43 + 3.17, 10.92 + 2.27 respectively in
MHCC97H, control RNAi, RNAi groups. Moreover, MHCC97H cell apoptosis ration was 15.12%, 17.56%,
27.64% (MHCC97H, control RNAi, RNAIi) respectively by FCM analysis, which was reconfirmed by TUNEL
morphological assessment. Furthermore cDNA microarray analysis revealed that NF-kB pathway activation was
inhibited after HSP27 RNAi. Immunoblotting analysis showed that the decreasing of nuclear activated NF-kB p65
and phosphorylated IkBa, meanwhile reducing of the association between IKKB and IKKa in MHCC97H cells
after HSP27 RNAI, further co-immunoprecipitation assay showed interaction of IKK{, IkBa with HSP27 in three
HCC cell lines. Altogether, these findings revealed possible roles of HSP27 in being of HCC cell lines metastatic

potentials through involving in cellular NF-kB pathway activation.

Key words hepatocellular carcinoma cell, heat shock protein 27(HSP27), signal tansduction, nuclear factor kB
(NF-kB), matestasis, apoptosis, RNA interference
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