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ORFRBEZHTEALM(P<0.05), £ LPSHAT.LX Ad Ao f57& £ B F & T2 B4 (P<0.05);BOC-2 44 £ LPS 4 A j&
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[Abstract] Objective To examine the effect of lipoxins (LX) A4 and its antagonist (BOC-2) on the survival rate of
RAW264. 7 macrophage. Methods RAW264.7 were treated with different concentrations of LPS,and the cells were collected after
2.4.,6 h respectively,then we observed the effect of LX A4 and BOC-2 on the survival rate of those cells. Cytotoxicity were detected
by CCK-8 method. The expression of TLLR4 and pNF-kB p65 in RAW264. 7 were detected by Western blot. The expression of 1L.-6
in cell supernatant was measured by ELISA. Results The protein expression of TLR4 and pNF-«kB p65 treated with LPS for 6 h in
1 000 ng/mL of LPS group were higher than those of other groups(P<C0. 05). In the present of LPS, the survival rate of macro-
phage in the LX A4 group was significantly higher than that of the control group (P<C0. 05). Meanwhile,in the BOC-2 group.the
survival rate of macrophage stimulated with LPS was significantly lower than the that of corresponding non-LLPS group(P<C0. 05).
Stimulated with LPS, the protein expression of pNF-kB p65 in the LX A4 group was significantly lower than those of the control
group and the BOC-2 group (P<C0. 05) ,and the protein expression of pNF-¢kB p65 in the BOC-2 group was significantly higher than
those of other groups(P<0. 05). In the present of LPS,the concentration of IL-6 in the LX A4 group was significantly lower than
those of the control group and the BOC-2 group (P<C0. 05). Conclusion 1.X A4 could inhibit the cytotoxicity of LPS and the acti-
vation of TLR4/NF-kB signaling pathway,then reduce the inflammation.
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L1 bR E W40 RAW264. 7, i B k2% 55 — Bt B b
AL BE 5 BT 4 47 s DMEM Il§ T HyClone 23 7 s LX A4 g F
Cayman 2 7] ; BOC-2 Ity T US Biological 24 ] ; LPS Il F Sig-
mal 24 7] 3 — B 2L I T (DMSO) Il T b 5T % 3% 5 4 R4 s
CCK-8 1 T b DU A= ) 4 B2 W] s Toll #4324k 4 (TLRD $t
R F Abcam /A & ; pNF-«B p65 Hi {4 1] F Santacruz 24 ] s 41
i PR A 5 2 S 4 DT 2 (SOCS2) it 44 1l T+ Abcam 24 7l 5
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1.2.1 4ijudEss E V40 RAW264. 7 ] 10 % A 4= 1 15 i1

DMEM ¥ 5%, 44 10 p L i Jf =008 m A 40 i 3+ Bobr i, 8 S
WAEE R B 4 i B (UmL) = (4 A 5K N 40 A
B/ X FBAGECO< 10",
1.2.2 244 (DLPS{EFIE W40 RAW264. 7 525 4%
R4, O 1 4.l 10 ng/mL LPS &b B E ¥ 41 i
RAW264.7; Q55 2 240 F] 100 ng/mL LPS 4k 3 E 1 41 i
RAW264.7; @55 3 20 : /] 1 000 ng/ml. LPS 4b 3 B 1% 2 Jig
RAW264.7; DSZH 4 4 . /1 10 000 ng/mL LPS kb3 5 75 21 g
RAW264. 7, Ff % 37 % B 4. Jo AT fal 25 9 4k B 5w 40 i
RAW264.7, 43 3I4E LPS{EM] 2.4.6 h SR RMEER. (2)
LX A4 #1 BOC-2 %t LPS {£ I B W 41 s RAW264. 7 4215 1 5%
Wl . OXF BEZL AT AT 25 Wy kb B W 40 g RAW264. 7; @ LX
A4 4. FH 300 nmol/L LX A4 b ¥ E W 40 il ; @ BOC-2 41 . F
10 pmol/L BOC-2 43 RAW264. 7 il ffd
1.2.3 CCK-8 Wil E W40 i RAW264. 7 4 EAKR
B 19X RO B 40 il RAW264. 7, %% 510" /fL3EFN T 96 fL
o o 24H P00 OO R S, IR 7 R T, i R S A A A A A
LX A4 Hl BOC-2 (35 J2 W AL B 15 min; 7] b % 2 25 (1AL 5
Hig 5 ANE AL, ER I LPS /£, &L 200 pL. ¥ 5% 6 h
Ji o WA CCK-8 ¥l 10 pL. 4k 2L 159 2 h, 4% CCK-8 Xl &
L] A
1.2.4 ELISA %W IL-6 KF RHAZEFEAEYHRE
RS W0 2R A6 I 45 20 4 B 8 5% Vs WO TL-6 K P AR 4R 2 B
T B R & UL AT B
1.2.5 Western blot &l TLR4,pNF-«B p65 & [1 7K F-
HR 5 B W40 i RAW264. 7 7HECZ R 0 3 dHSLI0#% 1X10° /4L
IR T 6 FLANM IS IR 3B A1 JE 5 37 °C 5% CO, 14l
Jif B 5548 g AR . SI0 AR O BA: K 4 i, Western blot £
W 4% 2H B W 40 fifd RAW264. 7 )y TLR4.pNF-«B p65 & 17K
1.3 GEitefab s SR SPSS20. 0 4e it #1443 4 3
TR s 8. H ONE-WAY ANOVA it 17 8 EF MR 5.
Z A WECR I LSD 55, 28 8] Lb B8R T ¢ K 3, R 36 K HE o =
0.05,Lh P<C0.05 hZRA LT E L,
2 & S
2.1 LPS X E M RAW264. 7 § TLR4 & 17K i %
AIFHe fE LPSEFAE AN M 2 h J5 . 9556 1 41 5250 2 4L/
S8y 3 4] TLR4 #5 H /K B 35K F X BR2H (P <<0. 05) 5 fEH 4
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h, 520 3B E S T HAKSHP<0. 05 :/EH 6 ho 78— E W
FEG A EL WA RAW264. 7 ) TLR4 2 H/K-F-BE LPS ¥
B g b S8 3 41 S AR K 4 (P<C0.05) . [A]
— Yk BE LPS /R E W4 is RAW264. 7 R[] B 6] S5 3% 3 20 1
TLR4 HHK¥YLE 4.6 h TEEHT 2 h(P<<0.05), [a 1} 6 h i
FEET 4 h(P<<0.05), 1% 1,

* 1 ZHEWAMEAERE AR RAW264. 7TLR4

ERKFERE(TLS)
215 2 h 4h 6h
popiiti! 0. 560. 06 0. 650, 01 0.5970. 05
SEHG 14 0.43+0.03" 0. 60+0. 06¢ 0. 54=+0. 06°
SEIG 2 4 0. 4070, 04 0.53-0. 13 0. 740, 070!
S 3 4 0. 4140, 04* 0. 8370, (7bede 1. 040, Oebedef
SEE 4 4] 0. 4870. 06 0. 6240, 09 0. 450, 07

#:P<C0. 05, 5 %f BRAL LL#5:0: P<T0.05, 55085 1 4 Hfg:c. P<
0.05, 55286 2 41 Hed ;4. P<<0. 05, 55256 4 41 H# ;. P<<0. 05, 5[H
21 2 h HE ;T P<<0. 05, 5 W4l 4 h [LE%.

2.2 LPS ¥ E AN RAW264. 7 )y pNF-«B p65 % 1K -1
S RIEYREE LPS B M4 g RAW264. 72 h, 5285 3 41
pNF-«B p65 & [ K- 3 5 T H AR 4L (P<<0. 05) £ AT 4 h,
S8y 3 4l pNF-«B p65 BHKTFE FHF S THEAK 4 (P<
0.05) s 6 b 75— i ¥le JE 9 [ P9, 5 M 200 L RAW264. 7y
pNF-kB p65 2K [ /K bt LPS 3 3 33 i ifi 38 Jn, Hovb 525 3 41
BEFETHAKLAL(P<0.05), [ —WE LPS fE I B 1 41
RAW264. 7 R[] ] . 5255 2 41,950 3 4161 pNF-«B p65 & [
KFAE 6 h BF T 2 h(P<<0.05), L% 2,
2 BEEWRABMTRAMESR RAW264. 7pNF«B p65

ERKFEE(TLS)
2051 2 h 4 h 6 h
popcl 0.484+0.01° 0.51+0.01° 0.50+0.01°
S 14 0.48+0. 04 0. 630,09 0.5320. 03¢
SEuy 2 4] 0.51+0. 042 0.614+0,11¢ 0.704+0. 02
Sy 3 4 0.64+0.04 0.7940.09 0.93+0. 15
STy 4 4 0. 52240, 06 0.5820.07¢ 0. 6320, 03¢

2, P<C0.05, 5500 3 4l Hb4;b . P<<0.05,. 5 A4l 2 h L.

2.3 LX A4 F1 BOC-2 %} LPS fEFIE W4l it RAW264. 7 2%
BRI 7EJE LPS YR TF . LX A4 21 %) B W 40 s RAW264. 7
HIAETE T (P> 0. 05); £ LPS fEH K, LX A4 4
(108. 76 5. 66) Y E MEAH L RAW264. 7 77 1 % i 2 & F % id
2 (84. 404, 46) J BOC-2 41 (83. 10+7. 69), % %4 i %
B (P<C0.05), T [A] B £E % B4l K BOC-2 41, LPSfE )5 B
WE A RAW264. 7 (19471 % 12 % T LPS fE R i 4735 %
(P<<0.05),

2.4 LX A4 # BOC-2 % LPS {F | B W 40 it RAW264. 7
TLR4 3 FK R W JGie A J6 LPS 1E 8, B w40 i
RAW264. 7 EH K FIES A Z M 2R T HEIT %8 L (P>
0.05), M7 LPSYEMF . E W40 RAW264. 7 i) TLR4 &
KV S 3 8 T AR I TE LPS R 9 2 F1 K P (P<<0. 05) L
# 3,
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*3 LX A4 3 TLR4 T 87K B 201
4153 & LPS A LPS
XJ IR 2H 0.61+0.13 1.06+0.06°
LX A4 41 0.63+0. 04 1.15240. 072
BOC-2 21 0.77+0.07 1.7140. 09¢

*, P<<0.05, 57 LPS [b#.

2.5 LX A4 fl BOC-2 %} LPS 1 J1] B Wk 41 it RAW264. 7 P4
pNF-«B p65 8 H/K MM #EJC LPSER N, & 40 B hE 4l
it RAW264. 7 N1y pNF-«B p65 & 7K T 22 5 TG 1 X
(P>0.05), 7£ LPSYEFIF,LX A4 4] (0. 64 0. 08) pNF-«B
p65 & (A AKC PR T4 B 20 (0. 86 420, 06) & BOC-2 21 (1. 07 &
0.16), 25 5 H 4531 % 3 X (P<C0. 05) ; BOC-2 41 pNF-«B p65
H KT ST HA K4 (P<0.05) , [ B X B 41 )2 BOC-2 4155
TN (9 TE LPS 2 (P<<0. 05) 57 LX A4 41, TGigH I LPS
YEHT . pNF-«B p65 2 H/K V-2 5 LG 12 & L (P>0.05),
2.6 LX A4 Fl BOC-2 %} LPS E I E W41 it RAW264. 7 43I
IL-6 K52 #EJC LPSHEH T, & 41 B W40 fid RAW
264. 785 3% B WP TL-6 K FE £ R RS L (P>
0.05) ;7 LPSYEHIF,LX A4 44 (78. 20 11. 06) IL-6 ¥ /K
T % B 2H (154. 56 247, 70) K BOC-2 2H (148. 03 £29. 65),
LA G E L (P<C0.05); Tk A & LX A4 #1 BOC-2 4t
HLLPS fEHE AN iE RAW264. 7 B2 3% B3 Wb 1L-6 19 K
3 T AR M T8 LPS 4 /) TL-6 7KF- (P<C0. 05)
3 a9t e

LX J2 1 N PR 4T 48 A JT L X 22 i 48 1 4 it A R 1 IR
ﬁj@ﬁﬁiﬁ]w,/\ﬁﬁ(zﬂﬁﬁﬁ&ﬁxﬂﬁufwﬁ TE R IEHL
S P I AN 7] T 2R 4 2 Bl S A5 5 E L B O R P
BLAT A3 1 AL 28U bJE’J {?ﬂ:f 57 “‘XIJM*E"’W

TLRs 8 [ 5 52 — 41 e 8 13 50095 JR 3 26 4 2 8 pE
LB (55 1 i B DR A ﬂﬁ%‘ﬁﬁﬁﬁ%ﬁi TE 21 8% B B 4
BIRAET . TLRs 59 A0 % 43 F B (PAMPs) 25 6 )5 I
Bl — R 50 P9 RIAE S 30 I 3 A DT R 4 A e S R
e DL H S i 45 515 2 . TLR4/NF-«B {553 #%
ST R LR A G 55 AR A5 M S e (A% 32 L 7 8 V9 1 3 R
W77 B SR A A2 B A W T R R B R A vl E AR

LPS & TLR4 iy KRB, FEREFE 4L 0 2(MD-2) K&
CD14 43 FiZ 5 1. LPS 5§ TLR4 454 J5 fe g 58 1 56+ 431k
R F (MyD88) 4 i 1l MyD88 = 4 #t 7 42 WOIE F i 15 5 38 %
Horp MyD88 i i 12 F — 25 53 45 % A6 T % (1 )i 98 2R 28 [
T2 KEH T 6 (TRAF6) , i L) TRAF6 £ i MAPK {5
S % B NF-«B {5 5 3 . e & 5] — 2 51 89 50 58 1R M
ROV, TEE MRS TLRA 8 F AR T B [ 4 2 B W40 i
ik CD14 4 F, 76 4 4 M 9% (IBD) th TLR4 & CDI14 1y
Feik LA A 90T A A9 A I B ™ # R TLR4
Sl Y S S 7 1BD M R A LR B R AR

T 0 P P A A 4 R0 R R P A R A 0 B I
fift RAW264. 7 i, % 3 LPS-TLR4 E 45 WML S LPS f+ &
I 200 0 3% Ak %% DD AR OG AL BB A5 A T 5 B LPS A5 04 4 e
AR I g 0T TL-6 /4 B 52 2 8l 35 400 30 10 %o b 988 IR BE R 7
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CTNF-a) 1) B 5 00 400 1 R g 2. AR BF 9% &% B, A [R) kB LPS
EH E RE 20l RAW264. 7 AS[R] B 8], 40 5 4 pNF-«B p65 # H
KV S ) AR . BAE 6 h IR a5 4R R B A i
RAW264. 7 XJ 435 B 00 il 3305 28— 58 0 I sf ], S35 NF-
B 55 0 5 T B & — R0 M RN i & A B R
RN . AWK, 7EJC LPS EH R, LX A4 X pNF-«B
WKV TE R, B 70 2R BRSO T AN AR H A 56 78 LPS 1
AT LX A4 fEF BRI RS, 5 %5 BUA1 AR Lt . pNF-«B p65 2 1 K
SR B, Mcberry %50 % B, LX 9 16 FH HL ) 2 5@ 53 b
SOCS-2 fy %k s TRAF6 R it » Ui 4 ) NF-«B {5 5
P (R BT L B Ok RAE Y. ARBFIT R WL LX A4 BEBE IR LPS
JRECE WA RAW264. 7 8557 B3 Wb IL-6 97K F. Hi b
UL PR 5 LX A4 Z 0] 1 RSE A 6 R AE (1 & e
HIEEEN.

i LPTIR L LX A4 GEGZ I B W 40 il RAW264. 7 f NF-
kB BTE AR P RN AR AT B A R R Ok 6 M
(IBD)JRYT B I 320, ARSI A W ik — 583,y LX Ad
K LXAE IBD i £ F AL 32 4L 5 5y 55 A g (R 3iE 438
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