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ABSTRACT Objective: To investigate the effects of TLR4 on the expression of inflammatory factors and insulin resistance in hu-

man skeletal muscle cells. Methods: Cultured human skeletal muscle cells were treated by LPS and PMB for 24h, then the cells were in-

cubated in insulin for 1h. The expression of TLR4, Myd88, TNF-a was examined by Real-time PCR and the expression of TLR4, Myd88,

CRP were detected by Western Blot; GOD-POD method was used to assess the concentration of glucose. Results: The activation of TLR4

increased the expression of inflammatory factors and the concentration of glucose; The blocking of TLR4 inhibit the expression of in-

flammatory factors, the concentration of glucose had no significantly changes. Conclusion: TLR4 regulates the expression of inflammatory

factors, then could alter the sensibility of insulin.
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) LPS, (Sigma); Polymymin B (Invivogen); 1.2.3 1.0x
TLR4 N Myd88 Abcam 10* ~1.0x 10°
CRP Epitomics LPS(100ng/ml) ,PMB 5pg/ml 24h
N GAPDH BCA N
;PageRuler 1.2.4 Real-time PCR TLR4 MyD88  TNF-a mRNA
Fermentas ;SyBR Premix TakaRa RNA, 1ml4°C  PBS 1
( )o ImlTrizol, 10min,
1.2 0.5ml 15min, 4°C,12000g
1.2.1 10% 1640 15min,,
,37°C 5% CO, 0.25% 10min, 4°C,12000g 10min,,
s 75% RNA 20pIDEPC 5
1.2.2 LPS .PMB LPS - 95°C
Img/ml PMB 50mg/ml Imin 95°C15s 58°C15s 72°C45s, 40 o
o 0 L,
Table 1 Primer
Gene name Forward primer Reverse primer Product size (bp) Accession Number
TLR4 ttettgetggetgeataaagta aacaatcacctttcggctttta 227 NM_138554
MyD88 ccatcaagtacaaggcaatgaa ggcagacagatacacacacacc 172 NM_002468
TNF-a tagcccatgttgtagcaaace atgaggtacaggccctctgat 136 NM_000594
1.2.5 Western blot TLR4 MyD88 . CRP 2.1 TLR4 MyD88, TNF-a mRNA
o 80V 20min Real-time PCR LPS MyD88  TNF-a mR-
120V2h; 300mA 1h 5% NA PMB
1h, 4°C - TBST 3 LPS PMB TLR4
8min, 1-2h, TBST 3 TLR4 mRNA MyD88
8min,, mRNA  TNF-oo mRNA TLR4 mRNA
- MyD88  TNF-a mRNA TLR4
1.2.6 \LPS _PMB MyD88  TNF-a 1.
GOD-POD 2.2 TLR4 MyD88 CRP
o Western blot TLR4 MyD88,CRP
1.3 - 2 LPS TLR4
xt s , SPSS16.0 t MyD88,CRP PMB TLR4
P<0.05 - TLR4 MyD88 CRP
5 °
2.3 TLR4
LPS PMB
14 ¢
Sz TLR4
B ) B Control
32 CRP T — e
’ TLR4 XYDEE THF-Q
1 TLR4 MyD88 TNF-a mRNA -
Fig.1 Effects of TLR4 on the expression of MyD88 and TNF-a mRNA 2 TLR4 MyD88 CRP

*P<0.05,**P<0.01

Fig.2 Effects of TLR4 on the expression of MyD88 and CRP
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(xt s.n=6)

Tab.2 The concentration of glucose in cell culture fluid (x% s. n=6)

Group

The concentration of glucose in cell culture fluid

Blank control

Control

LPS

PMB

2.63+ 0.007

0.101% 0.005

0.97+ 0.009 **

0.14+ 0.005

Note: **P<0.01
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