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[Abstract]

cytokines and its significance. Methods: Tip-a were amplified from genome sequence of Helicobacter pylori (H.pylori) strain 26695.

Objective:To investigate the effects of new tumor necrosis factor-a-inducing protein  (Tip-a) on the expression of

The recombinant plasmid was transformed into E.coli. The expression product was purified and confirmed by Western blot. After
treated by different concentrations of Tip-a in different times,the level of cytokines (IL-8, TNF-a,IL-1B) in GES-1 were detected by
ELISA. They were also detected after NF-kB was inhibited by pyrrolidine dithioearbamate (PDTC,the special inhibitor of NF-«kB).
Results: It was confirmed by Western blot analysis that Tip-a antibody combined with purified proteins specifically. When the cells
were treated with Tip-a,the levels of cytokines significant increased (P < 0.05). After NF-kB was inhibited by PDTC,the levels of
cytokines significant decreased (P < 0.05). Conclusion: Tip-a can promote the expression of cytokines (IL-8, TNF-a,IL-1B),it may
play an important role in the phlogogenic effect of HP, this effect may be NF-«kB signal pathway dependent.
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1.1
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Trap™ H.pylori 5 FZHT#E (GE Healthcare 23 H] , 3
) ; ECL fb22 &G0 & (Pierce A F], 36 H) . PCR
I SRR A ARG BR A WA .57 -TTG-
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F 5" -GGCTCGAGCTACATGGCTATAG-3' (&% BamH
[ BR8N BRI L R Ik GES-1( v
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oAl s AR I A Al g — AR = 3 R
(pyrrolidine dithioearbamate, PDTC, ¥ 54 3E =904
FRAT]D)
12 Fik
1.2.1 Tip-a &8 &k Sffe st

M H.pylori 26695 FEHRY Y451 T H.pylori 0596
1 Tip-oe K B Tip-o JE 5 pET28a 2444 (His A
25 )[Rl 25 BamH 1 1 Xho 1 BY)  4lifk S )5 ,
FE A Tip-a A B A UK pET28a-Tip-o, FAIZL
EAL BRI R IR, KRB WLL Ni-NTA S5
FZMT4AL , Western blot #F—H %5
122 @0 5 BEhRAtEA

URAEHY GES-1 4824 1 000 r/min B.0> 5 min,
B 3, MRS 10% 64 11175 ) DMEM 15 3%
e KN 60 mm x 60 mm FYRGFEILAT,
1.2.3  rTip-o ) GES-1 48 e 7R F) & 18] & 2m e, B -F
89 £ 38 T

i 9% GES-1 4l ik B X804 KW, HTCI g
BEFEM I 24 h, 457 12.5 pg/ml 1Tip-a Hl# 0
1.2.4.8 h, H] ELISA J5 3543 Kl GES-1 4Hijf
IL-1B \IL-8 [ TNF-a HYZRIK , WLEEHAT To i ) 4t
P,
1.2.4  REVRE 1Tip-a $1# GES-1 28 i J& 20 e B
TFREEL
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rTip-o JVAANAE 2 h, S8J5 F ELISA J7 kA5 240 e A
FIL-8 TNF-au IL-13 AYFRIR , WA Touk BRI
1.2.5 PDTC LB NF-kB /& ,1Tip-a % GES-1 %8 Jig,
B -F R GA 0 %

GES-1 i TC IS 8552 Lk 24 h 5,57 4 4
TINS5 . A 44T 1Tip-a(12.5 pg/ml /EH
2 h);B4MA PDTC FHIT 4 h J5, 45T rTip-a(12.5
we/ml YEFT 2 h) ; C UM A TE ML B 529 D 4
A ZH AR (dimethyl sulfoxide, DMSO, Rl PDTC
BRI ) o FH ELISA 435K 4 28 4 v 248 it A
F IL-8 . TNF-a . IL-1B BYFEIA
13 %itsss

THEGERER AL « tnifEE (X £5) Fom, H
SPSS17.0 #4184 A0 BE , WL IR] Fb A H « K56, 2
ZH A teA BRI 2R 7 225087 ,P<0.05 RonE R A
giiteeE X,

2 # B
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Figure 1  ldentification of rTip-a by Western blot
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Table 1 Cytokine levels after interferenced of GES-1 cells with 12.5 pg/ml rTip-a for different times (pg/ml,X + s)

i N+ 0Oh lh 2h 4h 8 h

IL-1B8 0.34 + 0.04 0.88 = 0.09 2.07 = 0.30* 1.35 £ 0.20 141 £0.15
IL-8 0.35 + 0.05 0.60 = 0.12 0.84 = 0.11* 0.64 = 0.06 0.50 = 0.07
TNF-a 0.39 + 0.06 0.39 = 0.07 0.72 + 0.08* 0.53 = 0.03 0.51 +0.14

5 rTip-a /EFH 0 h 4L HE:, *P < 0.05,

(P<0.05), DA 12.5 we/ml #e A FH AR, 40 P
T IR VAR, N AR VR B3 M T v, Tovk BEAR
HirE(R 2),

2.4 PDTC LB NF-kB J& ,rTip-a %t GES-1 8 e, P
ta i B F IL-8 TNF-o IL-1B &k 84 %R

PDTC PHBr NF-«B J& i I +Tip-o () B 41
GES-1 41 it 7 40 o [H 7 TL-8 [ TNF-au IL-1B ik &
XA (C.D 4, (HBAKF A 41 (JE PDTC
AEFRAAN 1Tip-a), Z0BEA G L (P <
0.05,% 3),

%2 A FERE rTip-oa 7% GES-1 4858 2 h FAMEFHIFRIE
Table 2 Cytokine levels in GES-1 cells after interferenced with different concentrations of rTip-a for 2 h (wg/ml,X £ )

I T —

0 12.5 pg/ml 25.0 pg/ml 50.0 pg/ml
IL-1B 0.59 £ 0.11 2.07 £ 0.30* 2.00 = 0.09* 1.23 £0.13*
IL-8 0.39 = 0.08 0.84 +£0.11* 0.75 £ 0.09* 0.61 = 0.15*
TNF-a 0.30 = 0.06 0.72 = 0.08* 0.54 +0.13* 0.63 = 0.10*

575 I RALELER, *P < 0.05,

*x3 AELEA rTip-o 3 GES-1 44/ EF IL-1B.IL-8, TNF-a FRiEHIS M

Table 3 Effects of rTip-a on the levels of IL-13,IL-8 and TNF-« in GES-1 cells under different conditions (pg/ml,X + s)
Gl A B C D
IL-18 2.07 + 0.30% 0.98 + 0.34*% 0.51 = 0.06 0.53 + 0.07
IL-8 0.84 +0.114 0.59 £ 0.08*% 0.38 + 0.08 0.39 + 0.07
TNF-a 0.78 + 0.08 0.46 £ 0.03*% 0.27 + 0.03 0.29 + 0.04

5 AR, P <0.05;5 C.D A H#H, 4P < 0.05,
3 3 i
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