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inhibitor and null control inhibitor and three exosomes ( N-Exo I-4xo and Exo) were obtained by ultracentrifuga—
tion. The morphology of exosomes was observed by transmission electron microscope and the content of miR-126
was detected by qPCR. 160 clean grade SD rats were taken and divided into 4 groups. Control group ( sham opera—
tion + PBS)  sepsis group ( CLP + PBS) N-¥xo group ( CLP + N-Exo0) Idxo group ( CLP + I¥xo) . A rat sepsis
model was constructed using cecal ligation and puncture( CLP) . Blood biochemical parameters ( serum ALT AST
BUN IL6 ILH0 TNF-« IFN—y IL-B content) were measured at 48 h after operation in each group. Taking
lung and kidney HE staining for pathological score measuring the ratio of vascular microleakage index and dry/
wet weight; Western blot was used to analyze high mobility group box- protein ( HMGB1) advanced glycation end
product receptor ( RAGE)  Tolldike receptor 2 ( TRL2) TRL4 p-p65 protein content qPCR measurement the
content of miR-4263p and miR-426-5p; Finally the survival rate of rats in each group was observed at 7 days. Re—
sults (D miR-426 content: N-Exo > Exo >I-Exo ( P <0.05); @ 7 d survival rate: the sepsis group and the I-£xo
group were significantly lower than the N-Exo group and the control group ( P <0.05) ; 3 The ratio of liver and
kidney function and inflammatory factors lung and renal pathological score vascular microleakage and dry/wet
weight: the sepsis group and the [4¥xo group were significantly higher than the N4¥xo group and the control group
(P <0.05); @ Contents of miR4263p miR-426-5p and HMGB1 RAGE TRL2 TRL4 and p65 in the
kidney: the sepsis group and the [-Exo group were significantly lower than the N-£xo group and the control group
(P <0.05). Conclusion N-¥xo may inhibit inflammatory response through miR426-HMGB1-NF—+«B protect
vascular endothelial cells and ultimately improve the survival rate of septic rats.
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o N-
( N-acetyl cysteine NAC)
( glutathione GSH) GSH
3-4 5 NAC
LPS ( nuclear factorkappa
B NF-«B) 116
NAC ( human per—
iodontal ligament fibroblast cells hPDLFs)
o hPDLFs
NAC
LPS TNFo« ILHB o
NF+«B NAC
1
1.1 hPDLFs( )

( realtime quantitative polymerase chain re—

action RT-qPCR) Hamburg ;
Proteintech
Group = LB TNF-o-NF«B
ELISA ; DMEM
N Hyclone ; LPS(
) NAC Sigma ;
( cell counting kit-8 CCK-8)
1.2
1.2.1 2018 1 ~3
12 ~15 13
( 30 ),
. 5% - ( )
( PBS) o
1 mm’ o 0.1%
= Co, 40 min
10% DMEM ( ) 2%
- 5% C0,.37 C o 3
d
80% P4
1.2.2 CCK=8 NAC/ILPS  hPDLFs
4 hPDLFs 1 x
10° /ml 96 100 pl

5% €0,.37 C 24 h

DMEM ( ) 12 h 100 pl
LPS(0.1.0.5.1.2.5.5 pg/ml)
NAC(0.25.0.5.1.2.5.5 mmol/L) 24.48.72
h
4 o
100 pl DEME 10 ul
CCK-8 4 h 450
nm ( optical density OD)
3
1.2.3 RT-qPCR IL4B3.TNF-«NF«B mR-
NA 4
hPDLFs 1 x10°/ml 6
2ml. 5% CO,.37 C 24 h
2 ml DMEM ( ) 12 h.
4 LPS (1 ug/ml) NAC
(1 mmol/L) LPS + NAC ( NAC 30
min LPS NAC ) 3
o 5% C0,.37 C 3.6.12 h
RNA
RT-qPCR IL4 B TNF-a« NF«B mRNA
3 . RT¢PCR
1o
1 RT-qPCR
(5739 (bp)
IL4B F: GCGGCATCCAGCTACGAATCTC 101
R: GCGGCATCCAGCTACGAATCTC
NF«B F: ACCAGGCTGGCAGCTCTTCTC 120
R: AGGCACAACTCCTTCATCCTCTCC
TNF-« F: AGCTGGTGGTGCCATCAGAGG 124
R: TGGTAGGAGACGGCGATGCG
B-actin F: CCTGGCACCCAGCACAAT 70
R: GCCGATCCACACGGAGTA
1.2.4 ELISA IL4B-
TNF-oa.NF+«B 4
hPDLFs 1 x10°/ml 6
2 ml, 5% C0,-37C 24
h 2 ml DMEM ( ) 12
ho 4 LPS (1 pg/ml)
NAC (1 mmol/L) LPS +NAC ( NAC
30 min LPS NAC ) 3
o 5%C0,.37 C 12,24,
48 h ELISA
IL4B.TNF-«
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:" P<0.05; LPS :*P <0.05
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Effects of N — acetylcysteine on lipopolysaccharide — induced expression of

proteins and genes in human periodontal ligament fibroblasts
Zheng Rui Tan Yujie Gu Menggin et al
( Dept of Prosthodontics Hospital of Stomatology Southwest Medical University Luzhou 646000)

Abstract  Objective To investigate the role of n-acetyl cysteine ( NAC) in the lipopolysaccharide ( LPS) -media—
ted induction of tumor necrosis factor-o ( TNF-a) and interleukind g ( IL4B) synthesis by human periodontal liga—
ment fibroblast cells ( hPDLFs) . Methods HPDLFs were obtained by primary culture. Cells were stimulated with
various concentrations of NAC or LPS. Cell proliferation was measured at various time-points with the cell counting
kit 8 ( CCK-8) assay (24 48 72 h) to get the most suitable drug concentration for the experiment. mRNA levels
of IL4B nuclear factorkappa B ( NF«B) and TNF-a were determined by real-time quantitative polymerase chain
reaction ( RT-qPCR) analysis. Protein levels of IL4B NF-«B and TNF-a were measured by enzyme-inked immu—
nosorbent assay ( ELISA) . Results With the increase of NAC drug concentration the cell proliferation increased
and reached the peak when the NAC was at 1 mmol/L. After that the cell proliferation decreased with the increase
of NAC concentration. The results showed that LPS treatment in hPDLFs induced mRNA and protein expression of
IL4B TNF-a and NF«B. However these effects were inhibited by pretreatment with NAC. Conclusion NAC
inhibits LPS-mediated synthesis of IL4 and TNF-« in hPDLFs through inhibiting the active of NF«B.
Key words  N-acetyl cysteine; lipopolysaccharide; tumor necrosis factor-o; interleukin-@; human periodontal

ligament fibroblast cells



