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The effects of oxymatrine on expression of interleukin—6 and interleukin—-13 mRNA of human periodontal
ligament cell stimulated by lipopolysaccharides WU Yun', CHEN Ling', LUO Kai?, YAN FU-hua>. 1. Dept. of
Stomatology, The First Affiliated Hospital of Fujian Medical University, Fuzhou 350004, China 2. Dept. of Peri—
odontology  School of Stomatology, Fujian Medical University, Fuzhou 350002, China

[Abstract]  Objective To observe the effects of oxymatrine on the expression of interleukin-6 IL-6 , interleukin—
1B IL-18 mRNA of human periodontal ligament cell PDLC  stimulated by lipopolysaccharides LPS , and to discuss
oxymatrine’s inhibition mechanism on periodontal inflammation stimulated by LPS. Methods Firstly, isolate PDLC
externally and culture them; for oxymatrine experimental group we used different combination of LPS and oxymatrine
in different concentration, and for the matched group we use DEME nutrient solutions of 1% FBS. Then reverse
transcription —polymerase chain reaction RT -PCR  for checking the level of IL-6 and IL-1f mRNA. Results
25 pg-mL™ LPS can significantly enhance the expression of both IL-6 and IL-18 mRNA’s level, and oxymatrine
could restrain above phenomena. Conclusion Oxymatrine can restrain the expression of IL-6 and IL-1f mRNA of
human PDLC stimulated by LPS.
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o DEPC 6
PBS 2 1 mL Trizol
1 5 min
1.1 1.5 mL. EP 0.2 mL
DMEM 15 s 3min 4 C
N N Gibco 12 000 r *min ™ 15 min
LPS 1.5 mL EP 0.5 mL
Promega CO, 10 min 4 °C 12 000 r*min™ 10 min
Heraeus Hfsafe-1200 1 mL75%
4°C 8000 r*min™ 15 min
Olympus WD-9413B RNA 10 min 50 pL. H,O -20 C
PCR RNA
Eppendorf o °
1.2 1.2.3 PDLC ¢DNA PDLC
1.2.1 PDLC RNA cDNA
. Promega PDLC
DMEM RNA 70 C 10 min
100 U-mL™ o RT 20 pL.
100 pg-mL™*  PBS o 1/3 MgCl, 25 mmol *L™ 4 pL. dNTP 10 mmol ‘L™ 2 pL.
20%FBS DMEM 4 ml RNA 0.5 L. AMV 1 pL. Oligo
< 5%C0O,. 95% . 37%C dT s I pl.  RNA 143 pg-mL™ 7.0 pL,
PDLC 42 °C 60 min 95 °C 5 min 5 min,
70% 4~6 1.24 1IL-6 IL-1P8 PDLC
c¢DNA IL-6 1L-1pB
o PCR 25 pL TAKALA probest
PDLC 6 o 25 pL.
2 mL 1x10° 24 h c¢DNA 2.0 pL. dNTP 2.5 wmol-L7 2.0 pL,
PBS 2 4 25 pmol -L™ 0.3 pL. 25 pmol - L™
o A LPS 25 pg-ml? O pg-mL™? 0.3 pL. Probest DNA 5U-pL™ 0.2 pl,
24 h B LIPS 25 pg-mL™ 94 °C 5 min 94 C 45
10 pg-mlL™ 24 h C 58°C 45s 72°C 60s 35 o 1
1% FBS DMEM o 72 C 6 min PCR RT-PCR
1.2.2 PDLC RNA 48 h Trizol RNA N 1.
PDLC RNA,
1 RT-PCR .
Tab 1 RT-PCR primer sequence, the length of the product and anneal temperature
5'-3° Ibp rc
B-actin CTACAATGAGCTGCGTGTGGE
CAGGTCCAGACGCAGGATGGC 271
1L-6 ATGAACTCCTTCTCCACAAGCGC
GAAGAGCCCTCAGGCTGGACTG 628 58
I-1p AGCTGACCCTAAACAGATGA
GATCTACACTCTCCAGCTGTAGC 523 58
1.2.5 PCR 5:1 o
90V 30 min 1.3
B- SPSS 11.0
actin IL-6 1L-1 3 mRNA o
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Fig | Human PDLC primary cultured
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Fig 3 Expression of keratin protein  ABC  x 200
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Fig 5 Electrophoresis strip of IL-13 mRNA

23 11-6 IL-1B mRNA B-actin
LPS 25 pg'mL™" 10 pg*mL™”

24 h o . LPS
25 pgemL™ 10 pgemL™ 24 h
LPS 25 pg'mL™" 24 h 25

2 IL-6 IL-1p mRNA [-actin
Tab 2 The optical absorption ratio value of IL-6
and IL-13 mRNA compared to B-actin

X+
11.-6 1-18
A 5.14+0.114 5.39+0.124
B 1.12+0.11% 1.34+0.15%
C 1.10+0.14 1.27+0.16
i P>0.05 * P<

005 A B P<0.05,
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3 NF-«B
LPS IL-1B. IL-6 IL-8 . .
i, 1L-6 N RNA NF-kB,
NF-
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