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2l ELISA
LPS COPD 3
SD SPF 4 200~
LPS 220 g 20
1104072
4
A549 H292
. THP-1
1 5
Panax ginseng C. A. Heraeus Kendro
Mey 9 g Cornus officinalis 12 g ZESS BioMate SG-603
Schisandra chinensls (Turcz.) Baill 9 ¢ Peri— Baker ELx800 BIO-TEK
carpium Ciiri Reticulatae 9 g 2.
1
10 18 g-kg™! 3
5h 2 12 h 7
80% 2 h
12 h 3000 rpm 15 min
1 h 56C 30 min
2 -20°C
1B- 2
A549 H292
2 THP-1 10% 100 U-mL™
DMEM Gibco Hyclone MTT 100 U-mL™ THP-1
(Sigma) DMSO (Amresco) Sigma LPS Sig-— 0.05 mM B- 37°C 5%
ma PMA Amresco TNF-a IL-18 IL-8 GM-CSF CO, 2 3
TGF - MMP -9 IL -3 TIMP -1 SOD CD36 PPAP2B 1:3
1 LPS THP-1 xxs n=4
LPS
GM-CSF ng-1."! 15.22+1.12 14.12+1.30 17.11+1.374
TNF-a ng-1* 75.11+8.15 38.73+£3.12%%* 61.25+6.03"44
I1.-3 ng-L* 3.57+0.56 3.30+0.29 3.81+0.34
MMP-9 pg-L1" 106.41+12.36 140.13+13.72* 255.10£25.10™44
TIMP-1 pg-L™ 12.60+1.23 11.14+1.02 20.42+2.11744
ILIB pg-L" 3.49+0.98 3.84:0.42 2.95£0.25
SOD U-mL™ 8.04+1.21 7.74+0.62 10.66+1.45
TGF-B ng-L* 72.84+6.56 114.65+10.89%%* 64.24+6.7244
PPAP2B pg-L™ 28.91+2.33 14.99+1.07** 23.42+2.73"44
CD36 ng-L" 1.43+0.24 1.46+0.09 1.90+0.24"4

*P<0.05 **P<0.01

LPS

4P<0.05 24P<0.01
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3 B P<0.01 MMP-9 P<0.05 TNF-a
1x10* A549 PPAP2B P<0.01 GM-CSF TIMP-1
H292 THP[ 20 pM PHA | SOD LPS THP-1
24 h 200 TNF-a TGF-B TIMP-1 MMP-9 P<0.01
mL-L" LPS 75 pg-mL'LPS GM-CSF SOD CD36 P<0.05 TGF-
200 mL-L" 75 pg- B P<0.01 1
mL~'LPS 200 mL-L™! 4 2. LPS A549
37°C 5%CO, 24 h -
80°C 3 LPS A549 TIMP-1
4 ELISA P<0.05 IL-3 TGF-B
ELISA P<0.01 SOD CD36 P>0.05 LPS
GM- A549 TIMP-1 TNF-a P<
CSF TNF -« IL -1 IL -8 IL -3 MMP9 TIMP -1 0.01 PPAP2B P<0.05 MMP-9 IL1B
TGF-B SOD CD36 PPAP2B P<0.01 SOD CD36 IL-3
5 P>0.05 2
Essaghir A% U * 3. LPS H292
6
SPSS 17.0 For Windows IL-8 P<0.05
LPS LPS
One—-Way ANOVA SNK x+s H292 IL-8 P<
a=0.05 0.01 TNF-a TIMP-1 PPAP2B P<0.05 TGF -
p IL-8 P<0.01 IL-3 P>
0.05 3
1. LPS THP-1 4,
LPS THP-1 TGF-
2 LPS A549 xts n=4
LPS
GM-CSF ng-1." 27.73+3.21 27.25+2.87 30.15+3.17
TNF-a ng-L™ 58.23+5.51 59.39+6.02 37.68+2.97%#%40
IL-3 ng-L" 4.38+0.78 2.47+0.31%* 2.5120.29%*
MMP-9 pg-L" 144.65+11.23 142.73+13.79 207.18+19.98##4%
IL-8 ng-L"' 183.28+11.65 183.47+18.06 196.08+18.79
TIMP-1 pg-L* 8.05+0.98 11.41x1.09%* 8.78+0.91%*
ILIB pg-L- 2.88+0.56 3.58+0.29 6.70+0.54%#50
SOD U-mL™ 10.101.65 8.04+0.49 9.50+0.81
TGF-B ng-L" 116.67+9.78 57.77+5.02%% 56.004.91%*
PPAP2B pg-L™ 15.61x1.82 14.57+1.39 11.49+0.97+%
CD36 ng-L 1.53+0.21 1.32+0.21 1.65+0.19

*P<0.05 **P<0.01 LPS
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3 LPS H292 xts n=4
LPS
GM-CSF ng-L1! 25.96+2.98 27.32+£2.55 26.06+2.54
TNF-a ng-L* 54.54+5.14 65.55+6.31 79.50+8.01%*4
IL-3 ng-L* 3.26+0.85 4.08+0.39 3.72+0.36
MMP-9 pg-L* 154.06+10.20 169.79+15.89 165.25+16.02
TIMP-1 pg-L" 12.36+1.45 12.16x1.11 15.15+1.38%4
ILIB pg-L* 6.12+1.10 7.08+0.68 6.19+0.55
SOD U-mlL™! 9.87+1.36 10.33£1.91 12.46x1.30
TGF-B ng-L™* 118.73+12.10 120.98+11.84 188.93+17.94#+44
PPAP2B pg-1." 2.81+0.45 2.99+0.25 3.68+0.31%+4
CD36 ng-L™ 1.75+0.32 2.00+0.17 1.97+0.18
IL-8 ng-L"" 176.46+9.27 198.00+18.83* 138.85+12.92##44
*P<0.05 **P<0.01 LPS 4P<0.05 ~4P<0.01
* P<0.05 E<0.05 (@<0.05 FDR<
0.05 LPS THP-1
AP1 NFKB1 STAT3 SMAD3 PPARG A549
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Lipopolysaccharide In Vitro
Wu Yaosong, Chen Yulong, Li Jiansheng, Liu Xuefang, Hao Lili, Tian Yange, Li Ya
(Institute of Geriairics, Henan University of TCM, Zhengzhou 450008, China)

Abstract: This study was aimed to observe effect of invigorating lung—kidney prescription (ILKP) on secretion of
cytokines induced by LPS in vitro and reveal molecular mechanism of ILKP treatment on chronic obstructive pul-
monary disease (COPD). Alveolar epithelial cells A549, airway epithelial cells H292, and monocyte macrophage
THP-1 were stimulated with lipopolysaccharide (LPS). Samples were divided into the normal group (normal rat
serum), LPS group (20% normal rat serum and 75 pg-mL™" LPS), and TLKP group (20%ILKP serum and 75 pg-
mL™" LPS). The cytokines were detected by ELISA and the transcription factors of cytokines were analyzed with
the Network tool. The results showed that compared with the normal group, the secretion of MMP-9 and TGF-3
by THP-1 cells, secretion of TIMP by A549 cells, and secretion of IL-8 by H292 cells increased, while secre-
tion of TNF-a, PPAP2B by THP-1 cells, and secretion of 1L-3, TGF-B by A549 cells decreased in LPS group.
Compared with LPS group, the secretion of TGF-B by THP -1 cells, and secretion of TIMP -1, TNF - and
PPAP2B by A549 cells, and secretion of IL-8 by H292 cells decreased, while secretion of TNF-a, TGF -3,
TIMP-1, MMP-9 (P < 0.01) and GM-CSF, SOD, CD36 (P < 0.05) by THP-1 cells, secretion of MMP-9, IL1B
by A549 cells, and secretion of TNF-a, TIMP-1, PPAP2B and TGF- by H292 cells increased in ILKP group.
Compared with LPS group, the transcription factors of cytokines changed in ILKP group, AP1, NFKBI1, STAT3,
SMAD3 and PPARG in THP-1 cells, STAT3 and PPARG in A549 cells met activation criteria. It was concluded
that the THP-1 cells cytokines secretion is the most affected by LPS. The ILKP prescription serum can regulate
cells secretion of cytokines induced by LPS in some degree.

Keywords: Chronic obstructive pulmonary disease, invigorating lung—kidney prescription, LPS, cytokines, in vitro

experiment
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