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Role of PAR2 in proliferation of injured spinal cord astrocytes of rats

Li Tianzun ,Xia Yongzhi,Liu Qiang,Yan Yi
(Department of Neurosurgery,The First Affiliated Hospital of Chongqing Medical University)
[ Abstract]Objective : To explore the role of protease activated receptor2 (PAR2) in proliferation of injured spinal cord astrocytes of
rats. Methods : High purity spinal cord astrocytes of rats were achieved from primary culture (purity>98% ) and the injured astrocytes
model in vitro was established. Injured astrocytes were treated by normal saline (injured group),PAR2 inhibitor FSLLRY-NH2 (FS-
LLRY-NH2 group) and PAR2 antibody Anti-PAR2 antibody (Anti—-PAR2 antibody group) immediately. Primary culture cells without
any treatment were included in control group. The expression levels of GFAP and Vimentin, marker proteins of astrocytes,were detected
using the immunofluorescence staining and Western blot after injured astrocytes model being established and treated. Proliferative ac—
tivity of astrocytes was detected by CCK-8 after injured astrocytes model being established and treated. Results ; At 24 h and 72 h
after injured astrocytes model being established,the expression levels of GFAP and Vimentin were significantly higher in injured
group compared with those in control group, FSLLRY-NH2 group and Anti—-PAR2 antibody group ;proliferative activity of astrocytes
was also significantly higher in injured group compared with that in control group, FSLLRY -NH2 group and Anti—-PAR2 antibody
group at 12,24,72 h after injured astrocytes model being established (P<0.05). Conclusion :Blocking PAR2 can inhibit proliferation
of injured spinal cord astrocytes of rats.
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Fig.1 Identification of astrocytes and astrocytes purity by immunofluorescence ( 400 x )
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Fig.2 Expression of GFAP and Vimentin detected by Western blot
*1 GFAP E&AMMHIHFTIEE
Tab.1 Expression quantity of GFAP
20 5] 1h 6h 12h 24 h 72h
X BEZH 0.426 + 0.066 0.434 + 0.084 0.467 £ 0.051 0.453 + 0.053¢ 0.461 + 0.050"
POREAILH 0.422 +0.090 0.463 + 0.060 0.561 +0.061 0.858 = 0.072 1.042 = 0.097
FSLLRY-NH24H 0.378 £ 0.061 0.433 +0.035 0.468 + 0.059 0.599 + 0.045° 0.589 + 0.088"
Anti—-PAR?2 antibody £ 0.367 +0.085 0.439 + 0.064 0.467 + 0.029 0.712 + 0.066° 0.554 +0.012"

A E# F=18.505,P=0.001 ; B [A] (Al K F=39.403, P=0.000; W #38 HAEH F=9.189,P=0.000, S kAL LLHL , a:

¢:P=0.001;d:P=0.000;e:P=0.018;f: P=0.000

P=0.000;b:P=0.000;
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Fz 2 Vimentin ERAMBEHHRIEE

Tab.2 Expression quantity of Vimentin

2H %) 1h 6h 12h 24 h 72h
X HE 2l 0.305 +0.057 0.323 +0.072 0.331 + 0.043 0.326 + 0.022* 0.327 +0.023"
PRI 0.299 +0.017 0.316 +0.052 0.292 + 0.065 0.581 +0.071 0.736 = 0.075
FSLLRY-NH24{ 0.316 = 0.052 0.307 = 0.045 0.324 = 0.030 0.468 + 0.045° 0.545 +0.079"
Anti-PAR? antibody ZH 0.339 = 0.085 0.304 = 0.064 0.329 = 0.024 0.439 + 0.066° 0.493 +0.034'

H AR F=14.015, P=0.002; B AR R F=43.004, P=0.000; }# 3¢ HAEF F=6.680,P=0.000. SH#IEIL] AL, a: P=0.000;5b: P=0.000;
¢:P=0.034;d: P=0.004;e: P=0.013;f. P=0.001
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Fig.3 Scratch width by immunofluorescence ( 50 x )
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Tab.3 Comprison of average scratch width ( um,x +s )

2H 5 12h 24 h 72h
Xif B 0.000 = 0.000" 0.000 = 0.000" 0.000 + 0.000°
PRI 359.953 +39.252 158.975 +40.001 25.313 + 8.251
FSLLRY-NH24{ 399.188 + 40.266 346.253 + 36.937" 226.103 + 32.447°
Anti—-PAR?2 antibody 2 388.176 + 54.455 308.425 + 44.153 224.184 + 20.725¢

T A4 2 F=369.760, P=0.000; B} [A] A 28 F=64.986, P=0.000; #5238 HAEH] F=11.341,P=0.000, S5HGi#HI4 45, a: P=0.000;b: P=0.001;
¢:P=0.000;d: P=0.000; e P=0.000;f: P=0.001 ; g: P=0.000

F 4 CCK-8 E#ill AL MAnIETEEE (AE,x£5)
Tab.4 Proliferative activity of astrocytes detected by CCK-8( A value,x s )

2H %) 1h 6h 12h 24h 72h
Xif HE 2 0.315 0.032 0.322 +0.036 0.333 £ 0.030" 0.357 + 0.048" 0.385 + 0.040r
F PRI ZH 0.317 +0.036 0.341 +0.021 0.459 +0.044 0.607 = 0.050 0.732 = 0.034
FSLLRY-NH24 0.315 = 0.024 0.336 +0.018 0.366 = 0.037" 0.447 +0.058" 0.495 + 0.068"
Anti-PAR?2 antibody £ 0.320 = 0.035 0.333 £ 0.014 0.377 = 0.058¢ 0.463 +0.0768" 0.513 +0.082

UL & F=28.255, P=0.000; it [] [N 2 F=43.605, P=0.000; ¥ #% 3¢ H.AE M F=5.229,P=0.000. SR %L, a: P=0.008 ;b: P=0.001;
¢:P=0.000;d:P=0.031;e: P=0.011;f: P=0.001 ; g: P=0.048 ;h: P=0.018;i: P=0.002
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