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OEE] Bt HBRWHAEEEREAGLP)WRFEEH #E F-B(NF-«B)IFAZMH N> FHIH., ik
PL A ¥ BE BLP(10,100,1 000 ng/ml) T 4 B A 5 #5048 41 Bfa (& i %55 48 Bfd (THP-1) 8% % BLP W2, B A
[ ¥ BEBLP(0,10,100,1 000 ng/mi) ¥4 BLP Hiib# (W R 41K & BLP Fib# G 41 THP-1 4
L, SR R R A Y R B R (ELISA DA I 3% 3% b 5 o i 3R 7 B -F-«(TNF-o) 9 T8, B8 B 3G I BLP Bib 2
FRER B, REHIL AL RA RN 0,0.5,1,2.6 DIFRBEH, HE AR A REBE (Western
blotting) ¥ NF-«B 841 p50 A p65 WERR BHMRBRLENL. &8 B4+ 10.100.1 000 ng/ml
BLP W] 7] £ 48 # 08 THP-1 ¥ 43 7 4 TNF-a(pg/ml:184. 86+ 32. 51, 3 215. 881+-167. 09, 6 042. 96+
245. 37), W32 4% 100 ng/ml BLP Fisk 8 JLF LW F & BLP 7 1 TNF-o B, 888 BLP Bl
BMBEH 100 ng/ml, B IEE N 1 000 ng/ml, Western blotting R W71, 7E BLP i 32 W 41 % F p50 A
FEUEB TR B4 h,542.9115. 6 I 272. 8+13.2, 0.5 h;558.01+16.9 & 236.4+11. 8, 1 h;524. 7+
17.5 ¥ 211.649.8, 2 h:584. 9+ 15. 6 I 222. 44-12.3, 34 P<<0.01), M P4 p65s EALHBE R, BLP
RIBETHSX RAHM T p50 A pes RN, BF4I M F p50 A p65 BEH MM (1 h p50:344. 21+13. 6
It 79. 0+ 5. 2, p65:78. 41+4. 5 k& 0, 3 P<C0. 05), Wi i S 414 Bk o p50 M p65 WA B, B4 ,BLP
REET B RA M p65 1 536 M2 & B8 R 4 P B 4L (0.5 h:0. 671+0.08 I 0.0440.01, 1 h;
0.7110.11 K 0. 04+0. 01, 3 P<0.05),{H 27 BLP RIS MWW 2 H A MP 3L p65s EA K FEHBA
{£. &5 BLP W32 THP-1 408 i %14 NF-«B B B4 p50 ik L1, T B A %5 L8818 T 44 pes
BB 5 £ e R IR AL 2 2 B, TT 882 BLP W 32 F TNF-« % NF-«B EBIMEE X RH> THHZ—,
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[Abstract] Objective To approach the nuclear factor-«B (NF-kB) nuclear translocation mechanism in
bacterial lipoprotein (BLP) tolerance. Methods Human monocytic THP-1 cells were first pretreated with
10, 100, 1 000 ng/ml BLP for 20 hours to induce BLP tolerance. Then THP-1 cells without BLP
pretreatment (control group) or with BLP pretreatment (tolerance group) were stimulated with 0, 10, 100,
1 000 ng/ml BLP again for 6 hours. The tumor necrosis factor-« (TNF-a) content in culture medium was
measured by enzyme linked immunosorbent assay (ELISA) in order to determine the most suitable BLP
pretreatment and stimulation concentration. Western blotting was used to detect the protein level , nuclear
translocation and phosphorylation of NF-«B p50 and p65 in the cells of control and tolerance groups treated
with respective conditions for 0, 0.5, 1, 2 and 6 hours. Results In control group BLP stimulation (10,
100, 1 000 ng/ml) could induce THP-1 activation and TNF-e¢ production (pg/ml: 184.86 + 32.51,
3 215.88+167.09, 6 042. 96+ 245.37) in a dose-dependent manner. In tolerance group, 100 ng/ml BLP
pretreatment resulted in almost complete inhibition of TNF-a production as induced by 10 —1 000 ng/ml BLP
stimulation. Therefore, 100 ng/ml BLP pretreatment and 1 000 ng/ml stimulation were selected for
following cell treatment. Western blotting analysis showed that there was an increase of p50 protein level in
BLP-tolerant cells comparing with control group (0 hour; 542. 91+15. 6 vs. 272. 8+13. 2, 0. 5 hour: 558. 0+
16.9 vs. 236.4+11.8, 1 hour: 524.7+17.5 vs. 211.6+9.8, 2 hours: 584.9+15.6 vs. 222.4+12. 3, all
P<C0.01), whereas the p65 protein level was similar between the two groups. BLP stimulation also induced
the nuclear translocation of p50 and p65 in control group (1-hour p50: 344.2+13.6 vs. 79.0+5.2, p65:
78.41+4.5 vs. 0, both P<<C0.05), but not in tolerance group. In addition, the phosphorylation of p65 at
serine 536 was induced after BLP stimulation in control THP-1 cells (0.5 hour: 0. 67+0. 08 vs. 0. 0410. 01,
1 hour: 0.71+0.11 vs. 0.04=+0.01, both P<C0.05), but this change was not detected in BLP-tolerant
cells. Conclusion Tt was found that in BLP-tolerant cells, the expression of inhibitory subunit p50 was
increased and the nuclear translocation and phosphorylation of p65 with trans-activation ability was inhibited.
These changes are likely responsible for the reduced gene expression of NF-«kB dependent genes in
BLP-tolerant cells.
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1.1 MBS .BLP (4R 418 I8 £ Ik Pam3-
Cys-Ser-Lys4-OH)W H BE ¥ K4 FHAAH . 3t
p50.p65 FIBEERAL p65(p-p65) R BILRETIAN H £
HARGESHEAAH. ASrkRB 4R a s 4R
(THP-DERFF 10% B4 0F.100 U/ml FE
#.100 U/ml B R A RPMI 1640 W EH

1.2 S BLP W3 .UAEREERRKE BLP
(10,100,1 000 ng/ml) Ky 3% 37 B Fi 4b B THP-1 44
B, BN MAEEF3IH,20h EHBRRILZENE
(PBS ¥ 2 K, N ABF S B3R 3 5% 2 h, RIE L) 10,
100,1 000 ng/ml BLP F# %33 BLP Hi4b 3/ 41 i
(W3ZH)6 h, WRIERBHT TNF-« WE, LHE

B BLP BB ARERE  WEAKRETES
. LIk BLP BAL B4R,

1.3 BOEBRZRNE.BLP F¥A R EE, &L
WESNK., KBS MR (10 mmol /L & Z EIRE
Z M (Hepes) ,pH {H 7. 9,1. 5 mmol /L MgCl,,
10 mmol/L KCl,1 mmol/L Z@MH M, I XREE
HEORMAAEAR, BLBIEER TS
0.6% NP-40 KB ZE M P AL 10 min, B0 B
LENREREES. BIRERTHREERR
B % (20 mmol /L Hepes,pH {H 7.9,1.5 mmol/L
MgCl;,0. 42 mol /L NaCl, 0. 2 mmol/L Z N Z,
,25%HM,1 mmol /L W FME, I XBRAEH
EEH R FD KB 10 min, B OB VA RER
H,EBZACEREEMERR 50 pg, RAB B KR AR
EJ %5 3 (Western blotting) #4758 W , & B &7 DL 8%
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1.4 TNF-a M 5E . 5k FH B 5K 4 B2 1 B ¥ (ELISA)
W4 s Ik LR B TNF-o 3B, PR ERA&
(EHE R&D A F ™ BB BB 5 WERIE,

1.5 Si%48 . EREBUBHRLRESE L)
R, AR BRE : BB ,P<0.05 ¥ZEREF%IHT
28X,
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2.1 BLPi#3K THP-1 418 TNF-« B4
(% 1).BLP W 4k THP-1 fifai: A RKBEES
TNF-a =4 GHRA) ., 40 LUA RH & BLP B
i3S , B UL R AR S E 7 & BLP R, TNF-a i)
P U B R (BLP i 3241). 100 ng/ml BLP Hi4b
BIILFZE2W R AFMNE BLP %K TNF-« &
. BHEL TEZERPHLL 100 ng/ml BLP HiibE
THP-1 418, 28 )5 LX 1 000 ng/ml BLP 347 ¥,
5K % BLP FALBL A X IR 41 40 iRt 17 LR .

%1 BLP W3 THP-1 41jih TNF-o« BB (z+5)

o S B AH BLP % Bt Bt TNF-o /K (pg/ml)
3 BLP 0 ng/ml M## BLP 10 ng/ml F#M BLP 100 ng/ml MM  BLP 1 000 ng/ml HI Bt
pogiicE:| BT 3 2.731+0. 28 184. 86+ 32. 51 3 215.88+167. 09 6 042. 96+ 245. 37

BLP i# 34 10 ng/ml HAk3& 3
100 ng/ml WAL 3 21.9240. 90 18.28+ 3.49* 29.66+ 0.59*
1 000 ng/ml 4L 3 30.3414.13* 28. 09+ 0. 64* 27.77+ 0.32*

10.7613. 42 39.47+ 3.42° 451. 67+ 28.84° 3 320.97+233. 31*

86.27+ 10.84*
28.85+ 1.40°

¥ .BLP. AR E H , THP-1, A S ¥ B B 41 M & 100 48, TNF-e. OB IRFEE F-o; 53 R4 L 82,2 P<0. 01
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% 2 BLP W2 THP-1 48R R4 M8+ p50.065 BERBRMMF p-p65 A PHEL (z+s)

a3 MR R MR p50 4R p65 M8 p50 BB p6s YiM8 p-p65

pogiih:l 0h 3 272.8+13.2 374.8+17.4 79.0+ 5.2 0 0. 04+0. 01
0.5h 3 236.4+11.8 389.3+14.5 192.9+ 9.8 54.213.6 0.6740. 08°
1h 3 211.6+ 9.8 408.0132.5 344.2+13. 6° 78.414.5¢ 0.71240.11°
2h 3 222.4+12.3 477.61+16.8 256.6+13.6 15.043.2 0.2510. 09
6h 3 251.4+11.5 19.416.3

BLP W34 0h 3 542.9+15. 6 386.1+14.5 171.8+ 9.8 5.442. 9 0.10+0. 01
0.5h 3 558.01+16.9* 332.54+35.2 120.6+ 6.5 5.0+1.2 0.1540. 03"
1h 3 524.7+17.5 484.3+14.6 239.3+ 3.6 6.410. 6 0.1240. 02"
2h 3 584.9115. 6* 495.14+15.8 250.6+ 6.9 8.1+2.1 0.1820. 02
6h 3 205.1410. 2 13.243.9
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AR B & THP-1 #Ea8+ p50 Al p65 BHER

2.4 BLP i35 THP-1 4+ p65 B L KF
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