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Expression of substance P in cultured hypertrophic scar fibroblasts
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Burns and Combined Injury Department 6 Institute of Surgery Research Daping Hospital Third Military Medical University Chongqing
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Abstract Objective To investigate the differential expression of substance PSP in normal and hyper-
trophic scar fibroblasts in vitro and the reason of its high expression in the latter. Methods The normal and
hypertrophic scar fibroblasts were isolated by enzyme digestion and cultured. SP with a final concentration of
10 ~"mol/L were added into the cell culture media and those without SP stimulation served as control. Before
and 1 3 6 12 and 24 h after SP stimulation the SP expressions in the media of 4 groups were detected by
RT-PCR and its concentrations was measured by ELISA. Results Without SP treatment the fibroblasts from
normal and hypertrophic scar excreted certain with significant difference between them P <0.01 . In presence
of SP the gene and protein expression of SP of normal fibroblasts reached a peak level in 3 to 6 h and then de-
creased rapidly to normal level in 24 h. For the fibroblasts from hypertrophic scar the SP showed similar tend-
ency with normal group after SP treatment but kept a high level in 24 h. There were significant difference be-
tween the normal fibroblasts and the ones from hypertrophic scar after SP treatment P <0.01 . Conclusion
SP can induce the secretion of SP in fibroblasts and SP secreted by normal and hypertrophic scar fibroblasts in
vitro was statistically significant.
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S-P ELISA BPB S-P RT-PCR
TaKaRa S-p Sigma DMEM
Gibco PCR
1.3 Sp
5 PBS
3 37 C 0.25%
2h
1 000 r/min 10 min DMEM
37 °C 5% CO,
2
4~6 DMEM 24 h
107" mol/L.  SP 2% 1 x 100
1.5 ml Oh 1361224h 2.2 SP mRNA
-80 C RNA Tripure RNA 400 pg/pl
-80 °C HS D 260 /D 280 1.73 ~1.98 1077 mol/L
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1.4 SP SP mRNA
RT-PCR SP mRNA SP mRNA 1~3h HS
B-actin SP mRNA 3~6h
PCR 1 TaKaRa 2 Gel Doc 2000 2
99 C 30 min 5 °C 5 min
-20 C PCR
94 C 5 min PCR 94 C 30 s 60 C
30s 72 C 60s 35 1.8%
Gel Doc 2000
SP mRNA  B-actin mRNA
= X Sp
mRNA R = SP mRNA /B-actin
1 p-actinmRNA SP mRNA RT-PCR P 251bp
B-actin 5'-GTCCTGTGGCATCCACGAAAC-3’ 500 bp M DNA DLA2000 1 6B 0136122h
5'"-GCTCCAACCGACTGCTGTCA-3’
sp 5'-GACAGCGACCAGATCAAGGAGGAA-3’ 251 bp 2 10 "mol/L SP HS
5'-ACCGAATACTTTCCTCACGTTACG-3' SP mRNA
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0h Th 3h 6h 2h %h
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0.29+0.08 0.202+0.08 0.291+0.0 0.25+0.02 0.301+0.088  0.290.051
37C 60 min 5 0.39+0.04 0.330+0.08  0.384+0.048  0.37+0.08  0.385+0.051 _ 0.32+0.049
AB 50 pl 37 C 15 min a P<0.01 b P<0.01
450 nm D 450 ¢ P<0.05 d P<0.01
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