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rVvhA{E R T THP-120ENF-kB{5 S i@ 5 R 5
B 3 BRAEMR HAR*

(UM = 22 B A 36 1 2 B, T 325035)

BWE AR EEAGINE R I E (VVhA)RT A £ 45 4w it Z (THP-1)NF-kB1Z 5 i 34 49 %
of)., B A CCK-87% 4 MIrVvhA st THP-14m il 38 74 64 47 | V5 A ; 18] B 2 AL A ok 25 I8 A B AL
KrVvhALE B & el e 7 2 5 T AL A= am i A NF-kB p65#94% 46 4% 5 0L; B2 ) 7L X, 28 JoAX F= Western
blotA&MrVVvhAAE ) /= fm it 3¢ A F= 4m A% M NF-xB p65849 & ik 1 sL; ELISA#MrVvhAYE A T e itz
TNF-o. IL-6 & A48 E 1k, K4 R 2 7 rVVhARE Y% 2 0 18] —F| 4R 1M Ho47 4| THP-1 48 e
g4 K, BA T T ILEA 26 e T A5 Hb, BobE R A E 704 HU/mL rVvhA4E A 6 h/g, THP-1
48 [, A NF-xB p65694Z 5 H I A R ; AX @I 4 R 2 70.6 HU/mL rVvhAYE A2 h/g, @ik
B #NF-kB p65 &34 1L 3| 5% Western blot#2] 2 70.6 HU/mL rVvhA#E A 4 hit 48 Az A NF-«xB
p65% @ 4% % 5; ELISA 2 7~ TNF-0#9 £ ik f£rVVhAYE A 6415 5 55 B A 20 18— SR Bt AL,
IL-67£0.6 HU/mL rVvhAYE A i kA 5% &, MG LA 7K 6938 hm R f T e, NF-kB47 41 7 84£1L-6
KA TIA. FIIEArVvhAYE A T THP-14m 5 f5i%F NF-xB4z 5 i@ 3%, EJATNF-o. IL-649 &34,

http://www.cjcb.org

T NF-kBF#7 4| 5 4595 T HIL-6449 & A .
K§EiA

B1455 R # (Vibrio vulnificus) by Wg 5 Vi A= B 2%
ICE PR B, SR8 T INEE e 2 b g s, |2 AR e T
Y SR TR T LTI B BURA B C S SR T RPN b R N )
TN B A g 7 B e N AR, B % I ] TR e b ik
BENE, I PRI R B i £ 5 5 22 TRV IR A2,
I H TR IR, R 2 AR P ) BE R AT, B
LIS DhRe vy P EARU R PR RIS
PRI PN B85, B2 KN 2 2% V) Re R i 25
fEo WRBEAE S ILT1 R M 2 48 B )Rt i 25 5 1
B4 IR I i S PR T R A, JE TR A
70%!M s A 47 IR 1 B ) DR 25 A G 2 0 L S 2 B
EREAN. WAMES. Hh, Q09 E 40
Fo O IR ME— 20 W R A Ah . HAT A5 9
JEFE R ERI AR 2, B PR R AR AR H R, A2
EEH AR 2340 i 09 1) 3 225 1R 1

H AT EERRE R AEAE T 41 Mg WNF-«B(nuclear
factor-kB){5 5 i % [k B4k, JUH & TNF-o(tumor
necrosis factor-a)). IL-1(interleukin-1)%% Ji & P42 £
i AL~ ) 38 i, 1E— PR T B A i 55 7 AR R
(R 4k A 1 48 i PR 1121, 33K 8 48 3 AT - s 3k o XA BA
HE— B WOENFE-«B, M1 B B 5t R 20 15 TROR 24
I, 7 AR B ) SRE O, 5 RS AL ZH 2300 4 it ) 4

(52
I
(&
=)
rE

@090 W4 5% THP-140 iid; NF-xB p65; TNF-o; IL-6

o NF-xBit H AT 0T 705 50 T & I Fe s ) 7, 8
5 LAY s P SR AR (32 2L pS0/p65 R
EAOFAAE T rb. a2 s, k1
SEHE A AENF-Big AL, fif 2 K INF-xB p654t
AT R AR AL e B, 300 N 40 0 P A U 428 S DR e S
G50, JA B2 PN A T AR SRR R R, A ITRE
TR ) T B 5~ 53 50l B AN S £

IL-6(interleukin-6) 1 il & A B I A1, FH¥0G
R I A s VA L i R L e Al i o3, A AR
S NI KR 3, 5 R (R — AR B JAE S,
M SRETL-67K -5 A kg 240 1 AL -3~ 0086 e 38 g — A
PRAG, BN H A T ST B I s 7 R R F A
ST, W A b 2735 I A TL-6T 1 Sy Jz e il 250 T
I —ANRERY.

AR VLIRS R A0 N S 40 2% (THP-1)
Oy BEE Y, ) R 407 T o A i 3R (recombi-
nant Vibrio vulnificus hemolysin, rVvhA)X} I NF-xB
{5 5 T A SR, Ok i R IS G B 7 9T i 5 i ¢
AR LB S T SR e A AE SR B T BT 73

Wk HB: 2011-09-01 4252 HIM: 2011-10-27
WL HAREFEHE 4 (No.Y2090468) % 11 15 H
*EIWAEE . Tel: 0577-86689779, E-mail: lyl10282004@yahoo.com.cn
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1 8 5H%

1.1 ##4

L1l AAtfdmiotk  JURpET28a(+)-vwhA ' i
A 52 Iy 25 K M AR AE, THP- 140 Rk b Lok 2% B
P00 i A ) O R

1.1.2  EF2XF AZ4EH Ni**-NTA His Bandzj fll
JENTAEI B BRI AE A R AT BR 2 ), IR R
WA M H IK(GSH). F AL A BEH IK(GSSH). it
TIREIE(DTT) Eh BRI LR 2 1R 35 o4 i 5= KBBIA
H] P, RPIM164085 7536 . i Mo Bs - AR RN 85 772 Y
J&) H 3 [ Corning 24w, Jif 2 1375 1 F Bt DU 275 7
V) TRERPRHE PR A =], 40 Mk i /40 i a1 il g
WG HAE TAY( B AR A, R, B
A 40 M 4k . BAY 11-7082, PDTC(NF-xBHHfl
HIFPUEALT) CCK-8i 7 & NF-xB# %1%
B & BCAHE [k I e i 7 & (g s 7).
BMECLAL 2 KGR A&, PVDFJE, Western—$T. —
PO RE VRN B PR 0 B i R S R AR R
FL T, NF-kB p6547t /& 114 [ 3% [H Cayman 2y ], B
I S BRI L SE B IIgGHAL) g
flAlexa Fluor 488 nm/ly [ 470 N Bk B A2 ) 152 AR A7 B
2w, NI R B8 BB 7 (TNF-a) f A A1 22-6(IL-6)
ELISA &M B JE T 125 A ).

1.2 /&%

1.2.1 rVvhA# KA, ghfl, F RS E A
5 W2 SCER[613EAT . AT TAE D i 7 4l
Jit kipET-28a(+)-whA. 0.5 mmol/L IPTGi# FE.coli
BL21(DE3)(% pET-28a(+)vwhA T i) B b 3¢ 1%, SDS-
PAGE /M1 18 /= ). M i Ni**-NTAZE Rl E #1446
WRIE =W VWL G oy DiEik A, I
ARELLAN M S LS P . rVVhAVS TR SOk
K F=70 °CLRAF . 1 I 5 A7 (HU) A 4 21 40 i B
op 2T B ORI P 2 rVvhA R

122 THP-1a/aegiz 5. HREES S
THP- 141} £ 5% 15 10%ff 4 ML.37 [ RPIM 164054 7%
W, E37 °C. 5% CO,. MUFIVEE (ICOL B 746
Brte g M AR A, BE2~3 0K T 4 e 15 SR
AL THP-140 2 (115 3 73 46: 50 ng/mL PMA;
536 h, A0 534k A W RE IR RS I FS, 2Ok JE I
5 16408557 3E4% 7712 h,

123 @mfed KIpsKie  KHCCK-87k. Wik
XTECE I THP-140 i, BhP T-96 LAk (1x10%4L).
50 ng/mL PMAI% 336 hjig, ok JE I3 1164055 77
H, K7 9712 hJa i ArVvhA, i H 20K B 43 51 0.5,
1.0, 1.5, 2.0, 3.0, 4.0 HU/mL. W}FFEM41 R R4,
B W = AN AL, BCOIGFRA 43 15 972, 4, 6,
8, 10 ho 2 CCK-8A0 Ml 7 & 5 AF v b AT . FH Nl
FRACIN 72 450 nmAb 75 20 41 B ¥ BE (D), LA(Dy:
=Dz 1) (D =D 1) < 100%E 71 40 B PR AH 6 7%
e

124  rVvhAYE R T THP-140fe697% &5 R

THP-141 g 42 1} 10°L A T-64L4 1, 50 ng/mL PMA;
$36 hji, SCA TG IIIE 1164055 F- 55712 h, [N 1HEAT
SIS A B B CR IIPMATE ). 1F % 4H.(50 ng/mL
PMAi%336 h). 0.5 HU/mL rVvhAZH f12.0 HU/mL rVvhA
4. 7 nlfEH4 G, T3S BEi4007% N g2l
MBS

1.2.5 rVvhA%E A FTHP-1/ENF-«B p654% i b3 5 £
BB THP-140 il #2 1< 109/l R T HOGIE
TR I BB R 3 R L, 50 ng/mL PMAS5:36 h
Jei, SR TGILIE 116408557 3685 9712 h, 73 & I
4. 02 HUmL rVvhAYE]2 h4H . 0.4 HU/mL rVvhA
Y FH6 hZH F111.0 HU/mL rVvhAYEFH6 h2H . AN
AR A0 M, $NF-xBISE—1% e 1z il ) e U0
AT . Jta 5E EE 1 hpy O S SR £ 0 T B I 5% )
1k, 5 THP-141 JENF-kB p65 1% B 15 .«

1.2.6 rVvhA4E A FTHP-1/&NF-kB p65#9 7 X\ 4@ fiel
Ao SRR G R AOE A e VVhALE H 5
5 )i THP-141 fUNF-kB p65 {13 & t, THP-140 il %
1< 1094l 1641, 50 ng/mL PMA 336 hf5, i
NI (164055 77 559712 h, 43 sl B : 6 AL
IEH4H. 02 HUML rVvhAfER T h4l. 0.6 HU/mL rVvhA
YEFIL, 2, 3 h4lAi11.0 HU/mL rVvhAYE 3 h4l. WedE
AN A R A0, A2t A B R V4 A, G
{5gHE L WA KEII THP- 141 fINF-xB p65 i) # ik 15 0 -
1.2.7  rVvhAtE A T THP-1/2NF-kB p6549 Western blot
AT N A0 M A% B /a0 R R R BORA
VLI, $2 0% 3 . FIBCAVEINE & A TR B, Kt
I 40 Az s S EREAR PR DL4: RS B0 )5,
100 °CAZ 15 min. HX25 pgtt A L FE T 10%H)SDS-
PAGEJRH . ¥l it B #1857 BN 2IPVDF i |
iR, HEWWE TR LI 2 he FEERL
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1:250%% %% (1) il T ANF-xB p65-1-4 °CWf & i %, H
TBSTYEER3K, 15 min/?R. PEERG, Kl 5 B 5
WAIBEEFRIC I PIE =R TR BRI A2 he
RTBSPERR3 K, 15 min/iX. Peikfa HECLAL Y KOt
IR 57 1E 1 min, F $2 FIBIO-RAD Molecular Imager
1.2.8 rVvhA% A FTHP-1/5 TNF-o. IL-64940)
THP-141 fifd $% 1x10°/4L 4% F T-964L 1, 50 ng/mL PMA
75336 hjm, SO oI 1164015 3236575512 h, 434
WCE IEW A, ANFEWE0.2, 04, 0.6, 0.8, 1.0 HU/mL)
rVvhAZ HIVEFH THP-141 94 h#H. 0.5 HU/mL rVvhA
A VEFANRINA]0.5, 1,2, 3,4 h)41. 0.5 HU/mL rVvhA
1 F2 h41 FINF-«BA i 41N A 100 pmol/L BAY 11-
7082F1100 umol/L PDTC, il kb #E4H 2 h)5 2 B4l
I, FEN0.5 HU/mL rVvhAfE HI2 h), 440 i
VB, 4 °C. 120 000 r/min 50015 min, 3XEFEC S S
TR AR AE DO R A, B FRA450 nmid I e WO BE
Ho
1.3 FitFNIE

DL ESEEG 2 /D E 3R, SR HSPSS16.04K 41 34T
Gt tt. AR ES xR R, KRR R
J7 22453 BT (ANOVA), - S0 41 55 [ % R 20 (1] L2
K, LLP<0.0524 22 5 B Gi vl 27 5 o

2 #R
2.1 rVvhAHIRIE, U EEMHMR

FIE MrVVhA Sy 5 2 k54 kDa, LLALI 14 JE
KAFAE(E, 45453) . BIREVES:. NI -NTAZE A2
Mri2alifb 15 2rVvhA (K1, 55074, 5). RIS
S5 DENTIRAT R YRS, W S k1 HU
$10.2x10° g,
2.2 HHREA KA KIS

CCK-845 % ¥R, 0.5,1.0,1.5,2.0,3.0,4.0 HU/mL
rVvhA 5 744 J5 ) THP- 140 i 43 34 2, 4, 6, 8, 10 h
J&i, THP-141 g (4735 2 0.5 HU/mL rVvhA{EFI2 h
I} [#188.26% % £114.0 HU/mLAE F110 hivt (191.37%, 5
] T et R P (12)
2.3 rVvhA{ER FTHP-140B0 /5 B2 7S F W B

50 ng/mL PMAi% 536 h)i5, 5% Wi T e
RN E AR AE T NETE(E3A)RIRTE(EI3B) K
Ak, FALE R, HIGEER 75 0.5 HU/mL rVvhA
YE 43 AL THP-140 i34 hJiS, g0 & A= [ 46 40 L

A /D (KI3C); AR A s ) B, 2.0 HU/mL rVvhAfE H
A C s, BN T WL 4H M e (J813D).
2.4 rVvhA{E | T THP-14f il ENF-xB p65#] i
HERERRIRUER

NF-kB p65 Cy3bric J5 ot L2 £ WA 54
IF %5 43 A% 5 [ THP- 140 Jfa o 5 52 95 B P, A% 22 19
PE(E14A).0.2 HU/mL rVvhA{E F T THP-14 /12 h)5,
5T W5 R T 40 5T T P 0 4 A 5 5 BH
A ML BOR W S 9/ (K4B); 0.4 HU/mL rVvhA{EH]
6 Wi, Bi N4 P, A0k S BH o, 4 i
I ($14C); 1.0 HU/mL rVvhAEI6 h)5, 2
A B TURN 40 A A A IR B AT (5 (El4D) .
2.5 rVvhA{E F§ TTHP-14f i1 FNF-xB p658Y i
T BE LA T 45 3R

NF-«B p65 Alexa Fluor488 nm#ric i il B 7s: 0.2,

i kDa
97.2
6.4
443

rVvhA —

29.0

2001

14.3

1: 253 2, 3: 0.5 mmol/L IPTG 5§ BL21(DE3) pET-28a(+)-rVvhA
JG ) FIERIUNE; 4, 5: Gu NTA-60.  1003:fiirVvhA R (15 M: 4 (1R
(i = (i

1: penetration sample; 2,3: supermatant and sediment of BL21(DE3)
pET28a(+)-rVvhA induced with 0.5 mmol/L IPTG; 4,5: elution rVvhA
by Ni*-NTA affinity chromatography; M: low molecular protein marker.

Ell SDS-PAGEZ i 5 FAEATAELAIrVvhA
Fig.1 The purification of rVvhA analysis by SDS-PAGE

1.07 - 0.5 HU/mL
Fog - | HU/mL
T =& 2 HU/mL
E s - 3 HU/mL
A -+ 4 HU/mL
Z04
Eﬂ
,=u 0.2
_" -

0.0 T T T T T r T r T ’ ]

¢ 1 2 3 4 5 6 7 8 9 10 11

Time(h)

E2 rVvhA{EAS0 ng/mL PMAi% S /5 THP-140 868940
wEE
Fig.2 Effect of rVvhA on cell survival rate of 50 ng/mL
PMA induced THP-1 cells
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0.6 HU/mL rVvhA{EFH1 hZ1 1.0 HU/mL rVvhAfE I3 h
ZH [RINF-kB p65 1 43 %43 51 4 (36.4543 46)%, (37+2.35)%
H1(23.45+1.76)%, # i T+ 1F H 41(21.8+2.03)%, H.fij P4
2055 1 H A B 22 e HAA U] W g i A7 L(P<0.01)
(SRZIESIN

Jrh, 0.6 HU/ML rVvhA%» 5I4E HL, 2, 3 h/GNF«B
POSHI T 43 Z 43 ) A (37+2.35)%, (44.5+3.35)%A11(34.63+
1.87)%, #5i 1~ 1E H 41 (21.8+2.03)%, H 5 1E 414
H B A Ge vt 24 2 X(P<0.01) (KEISFIE D).
2.6 rVvhA{EAF THP-1488t/5 NF-xB p65#Y
Western blot4 52

Western blot#&l] NF-xB p65 )£ 1k 45 s
0.6 HU/mL rVvhAYEH 4 h4.. 0.6 HU/mL rVvhA/E
16 h41 1 1.0 HU/mL rVvhA{EH] 8 hZ] NF-kB p65

(B

<) (D

E3 f#EEHIETREVvhAER T THP- 14088 /5 4R AE
SEF R L(400x)
Fig.3 Morphology changes of THP-1 cells observered by
inverted microscope after treated by rVvhA(400x)

F1 AU A A S NF-xB p65EIRIA R IR
Table 1 Analysis of the expression of total NF-xB p65 by
flow cytometry(x+ts, n=3)

A NF-xB p65 13145 (%)
Groups Expression of NF-kB p65(%)
Uninduced group 1.16+0.17

Induced group 21.8+£2.03

0.2 HU/mL rVvhA treated for 1 h 36.5+3.46*

0.6 HU/mL rVvhA treated for 1 h 37.0£2.35*

0.6 HU/mL rVvhA treated for 2 h 44.5+3.35%

0.6 HU/mL rVvhA treated for 3 h 34.63+1.87*

1.0 HU/mL rVvhA treated for 3 h 23.45+1.76

LHARER4UHLL, *P<0.01.
*P<0.01 vs the uninduced group.

(R T 23 2653 500 0 (29.29+0.05)%, (27.78+0.02)% A1
(10.25+0.01)%, L5 1F % 41(16.06+0.02)%H b # 2 AT
451k 2w X (P<0.05), H.1.0 HU/mL rVvhA{E 18 h
21 5 1F ¥ 40 M EENF-xB p65 11 ik F PR (El6 M1 £2).
0.2 HU/mL rVvhA/E 12 h41[(20.38+0.05)%] 55 1F
ZH[(16.06+0.02)%]AH Lt 22 57 T 45 vl 2% & X (P>0.05)
(E6F1£2).

A: 50 ng/mL PMA%E S0 5 I THP-148Jf; B: 0.2 HU/mL rVvhA{E
F12 I THP-141 fid; C: 0.4 HU/mL rVvhA{E 6 hif THP-141 J{; D:
1.0 HU/mL rVvhA{E 6 hif) THP-141 it .
A: THP-1 cells induced by 50 ng/mL PMA; B: THP-1 cells treated by
0.2 HU/mL rVvhA for 2 h; C: THP-1 cells treated by 0.4 HU/mL rVvhA
for 6 h; D: THP-1 cells treated by 1.0 HU/mL rVvhA for 6 h.
E4 A HEREE RRE TNF-kB p65iZ #1515 (600x)
Fig.4 NF-kB p6S nuclear transfer observation by laser

scanning confocal microscope(600%)
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A1,A2: K SHITHP-140); B1,B2: % S/ MTHP-1411/d; C1,C2: 0.2 HU/mL rVvhA{EH]1 h; D1,D2: 0.6 HU/mL rVvhAfEF1 h; E1,E2: 0.6 HU/mL
rVvhAYER]2 h; F1,F2: 0.6 HU/mL rVvhA/E 3 h; G1,G2: 1.0 HU/mL rVvhA{EHI3 h.
A1,A2: uninduced THP-1 cells; B1,B2: induced THP-1 cells ; C1,C2: THP-1 cells treated by 0.2 HU/mL rVvhA for 1 h; D1,D2: THP-1 cells treated by
0.6 HU/mL rVvhA for 1 h; E1,E2: THP-1 cells treated by 0.6 HU/mL rVvhA for 2 h; F1,F2: THP-1 cells treated by 0.6 HU/mL rVvhA for 3 h; G1,G2:

THP-1 cells treated by 1.0 HU/mL rVvhA for 3 h.

BSR4 A 2 NF-kB p65SHYRIA R
Fig.S Analysis of the expression of total NF-kB p6S by flow cytometry

1 2 3 4 3
P e s
m «—[3-actin

1: PMA% 3 /5 [ THP-140 fitg; 2: 02 HU/mL rVvhA{E F12 h4f; 3: 0.6 HUmL
rVVhAfE 4 h#; 4: 0.6 HU/mL rVvhAfEI6 h4; 5: 1.0 HU/mL rVvhA
EFA8 heflo

1: PMA induced THP-1 cells; 2: THP-1 cells treated by 0.2 HU/mL
rVvhA for 2 h; 3: THP-1 cells treated by 0.6 HU/mL rVvhA for 4 h; 4:
THP-1 cells treated by 0.6 HU/mL rVvhA for 6 h; 5: THP-1 cells treated
by 1.0 HU/mL rVvhA for 8 h.

[El6  Western blotié: £/ ff14% AINF-kB p65HI Rk &L
Fig.6 Western blot performed for NF-kB p65 protein levels
detection in the nuclear extract

%2  Western blot#& i 4 ffi#% AINF-xB p653%ik 82
Table 2 Analysis of the expression of nuclear NF-kB p65
by Western blot(x+s, n=3)

25 NF-kB p65 13 iA (%)
Groups Expression of NF-kB p65(%)
Induced group 16.06+0.02

0.2 HU/mL rVvhA treated for 2 h 20.38+0.05

0.6 HU/mL rVvhA treated for 4 h 29.29+0.05*

0.6 HU/mL rVvhA treated for 6 h 27.78+0.02*

1.0 HU/mL rVvhA treated for 8 h 10.25+0.01*

*P<0.05, 5 SURL.
*P<0.05 vs the induced group.
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E7 AREKRErVvhA{EfRFTHP-128R24 h[FTNF-0. IL-68%IE =
Fig.7 The production of TNF-a, IL-6 in THP-1 cells treated by different concentrations of rVvhA for 4 h

~ 10

Production of TNF-a(ng/I

0 0.5 1 2 3 4
Time(h)

*P<0.05, 50.5 HU/mL rVvhA 0 hfE A L .
*P<0.05 vs 0.5 HU/mL rVvhA treated group.

400+

300+ = T

2004

1004

Production of IL-6(ng/L)

0 0.5 1 2 3 4
Time(h)

E8 0.5 HU/mL rVvhA{ER FTHP-140Aa 4 = B (8] [F TNF-a. IL-6H%iAE
Fig.8 The production of TNF-0, IL-6 in THP-1 cells treated by rVvhA in different time

2.7 rVvhA{E F| FTHP-140 B ETNF-a. IL-649
FTiLER

ELISAZ; B 575: 0.2, 0.4, 0.6, 0.8, 1.0 HU/mL
rVvhA{E ] 4 hJ5 TNF-aff) ik & Bl rVvh AR IR &
(RBG IR N, HAAgeih 2% & X (P<0.05). 1fijIL-64%
X FEAE 0.6 HU/mL rVvhAAE I8 25, FofE 1)
0.8, 1.0 HU/mL rVvhAfEH 41 550.6 HU/mL rVvhAfERZH
FHECIL-6/M) ik s AT TR, Hrp0.2, 0.4 HU/mL rVvhA
VER 205 155 UAH LA e 35 G v 2% 22 5% (P<0.01)
(& 7); 0.5 HU/mL rVvhA%» BI/EH 0.5, 1, 2, 3, 4 hitf
TNF-o. IL-61)3 1A 5347 bifi 1] 0] (388 o ifig 386 n, HAT
Giil24 2 (P<0.05)(E8). 100 pmol/L BAY 11-7082
1100 pmol/L PDTCTRALFEAH 12 h)5 5 A InFh il 71
f10.5 HU/mL rVvhA 2 hZ4I M LL, IL-6/ %A R 5 i
IR, HIHAT G240 L(P<0.05)(&19), 1fif NF-xBHil
I TNF-off) 2 1A f o5 .

8_

Production of IL-6(ng/L)
"

A B C D
Different treated groups

A:i%540; B: 0.5 HU/mL rVvhAfE2 h; C: 0.5 HU/mL rVvhA{E 2 ht
100 umol/L BAY 11-70824f1ill57; D: 0.5 HU/mL rVvhA{E ] 2 h+100 pmol/L
PDTCHIIF. *P<0.01, 5534140 LL; *#P<0.05, 150.5 HU/mL rVvhA
YEH2 h4l ALt

A: induced group; B: 0.5 HU/mL rVvhA treated for 2 h; C: 0.5 HU/mL
rVvhA treated for 2 h+100 pmol/L BAY 11-7082 inhibitor; D: 0.5 HU/mL
rVvhA treated for 2 h+100 umol/L PDTC inhibitor. *P<0.01 vs induced
group; **P<0.05 vs 0.5 HU/mL rVvhA treated for 2 h group.

&9 NF-«kB#[#|FX$70.5 HU/mL rVvhA{EF2 hig#9THP-1

HHARIL-63% 3% 2 RIS/
Fig.9 Effect of NF-xB inhibitors on IL-6 expression after
0.5 HU/mL rVvhA treated for 2 h in THP-1 cells
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Study on NF-kB Activation Pathway in rVvhA-effected THP-1 Cells

Tu Yanye, Liu Yanfei, Chen Jianlin, Lou Yongliang*
(School of Medical Lab Science, Wenzhou Medical College, Wenzhou 325035, China)

Abstract  This study designed to investigate how recombinant Vibrio vulnificus hemolysin (rVvhA) actives
NF-«B signaling pathway in the PMA-stimulated THP-1 cell line. The cytotoxic effect of rVvhA on the growth of
THP-1 cells was identified by CCK-8. Cell morphology was observed by inverted microscope. NF-kB p65 nuclear
transfer was observed by laser scanning confocal microscope. NF-kB p65 expression in rVvhA effected THP-1
cells was detected by flow cytometry. NF-kB p65 expression in rVvhA effected THP-1 cell nucleus was determined
by Western blot analysis. TNF-a and IL-6 expression in rVvhA effected THP-1 cells was quantified by ELISA. The
viability of THP-1 cells exposed to rVvhA was inhibited in time-dose dependent mannar and the cell morphology
changed obviously observed by inverted microscope. The levels of NF-kB p65 transferred into nuclear reached its
tiptop after treated by 0.4 HU/mL rVvhA for 6 h. Total content of NF-kB p65 in cells peaked at 2 h treated by 0.6
HU/mL rVvhA. NF-xB p65 in cell nucleus was the most after 0.6 HU/mL rVvhA treated for 4 h. rVvhA effected
THP-1 cells can raise the expressions of TNF-a and IL-6. NF-kB inhibitors can restrain the expression of IL-6.
rVvhA had cytotoxic effect on THP-1 cells. It can activate NF-kB signaling pathway in THP-1 cells and increase
the expressions of TNF-o and IL-6, meanwhile, NF-kB inhibitors can decrease the expression level of I1L-6.
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