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expressions of TLR4 NF-«B p65 and the TNF-a ILd IL-0 were lower compared with LPS alone or TGA when
stimulated with LPS combined with TGA. However it was high compared with the control. The differences were
both clearly statistically significant( P <0. 05) . And the correlations between the TLR4 and NF-«B p65 were clearly
statistically significant ( P <0.01) . Conclusion Trigalacturonic acid competing with LPS may inhibit the TLR4
signaling pathway in peripheral blood mononuclear cells of gestational diabetes. And it can provide a guide to the
prevention and treatment of gestational diabetes mellitus.

Key words trigalacturonic acid; endotoxin; gestational diabetes mellitus; TLR4 signaling pathway



Acta Universitatis Medicinalis Anhui 2016 Jan; 51( 1)

- 103 -

Bio-Rad ;
; Olympus
1.3
1.3.1
20% DMEM 37 C.
5% CO, o 3d
1 10 ~14 d
( 80% )
3 4 o
1.3.2 PCNA 3
0.25%
1 x10°/ml
6 o 2
pg/ml TSG-6 o
TSG-6 TSG-6
2 pg/ml o 37 C.5% CO,
48 ho N
(0.01 mol/L. pH =6.0)
o SP  DAB o 3 .
1.3.3
3 0.25%
1 x10° /ml
6 o 2 pg/ml
TSG-6 o
TSG-6 TSG-6 2
wg/ml o 37 C.5% CO,
48 h. 2 pg/ml TSG-
6 2 000 r/min 10 min
PBS 2 BD 556547 Annex—
inVFITC/PI
1.3.4 Western blot p53. 3
( caspase3) 3
2 pg/ml TSG-6 o
10% o
( PVDF) 50 mA.4 C 8 h
Western blot PVDF
1

h DAB

o

1.4 SPSS 18. 0 o
xES
12 o
2
2.1 TSG-6
PCNA 1
5 (%) =
/ x 100% TSG-6 PCNA
(24.7 £4.3) (40.5 £5.0)
(n=6 t=588 P<
0.01) . TSG-6
RS N pael
- a - - -
o™ * L X o - 4
e N e
. 1‘ : .-: -.. - -.-- -
S vt . ‘® N
RS SN
\-. - . ‘. -"." ;\- L
) AR L e |
\ LY . . (%] ¥ Sam - - ]
l“ l..‘ ‘:- :. :.. -.::\' .t ‘ g B
1 PCNA DAB x 400
A: ; Bi 2 pg/ml TSG-6
2.2 TSG-6
6 0.2 pg/ml
TSG-6 48 h 0.12.43%
TSG-6
2. Western blot
A B .
101 (ﬁ].l)ag 5 P 10’7 t?.a]lz [1.35[:
- S 2.
42104 24109
5%. 01 ® ] néé Ik [ES R — i
E& _?5‘0.0 Qos E 5 30?4 1(2).4
S 10 ,

-100 0 100 10t 10°
Comp-FITC-A:FITC-A

2100 0 100 10' 10°
Comp-FITC-A:FITC-A

A: ; B:2 pg/ml TSG-6



* 104 -

Acta Universitatis Medicinalis Anhui

2016 Jan;51( 1)

TSG-6

B-actin
2.903 P<0.05);

(n=6 t=5.666 P<0.01)

TSG-6T-Hi4H
p53 - -

caspase 3

B-actin

3  Western blot

TSG-6

pS3

(n=61t=

caspase3

3.4,

Ed=poy ct
- o

P53 . caspase3

20 -
ka9 [ TSG-6-FTil#
018 & gz %5 (g i
0.16
5014 ¢ -
= ¥
o L
%-_LO.IZ
o010 F
]
= 0.08 )
T 0.06 |
0.04
0.02
0.00
ps3 caspase 3
4 TSG-6
p53.caspase3

2T P<0.05 **P<0.01

5-6 1
TSG-6 2¢23.3 mRNA
1 440 bp 77 ~910
2717
31203 x10°  1~19
. TSG-6
> Tan et al >
TSG-6
7
TSG-6
s TSG-6
TSG-6
TSG-6
Bel2 . Bax . Wang et al °
TSG-6
10-11
12
B TSG-6
TSG-6 PCNA o
2 pg/ml TSG-6
48 h
o TSG-6
TSG-6
p53 . caspase3 o
TSG-6

p53  caspase3

TSG-6



Acta Universitatis Medicinalis Anhui 2016 Jan; 51( 1) 105 -

repair replace regenerate J . Vet Surg 2009 38(8):905 -

13.
1 Lee RH Pulin A A Seo M ] etal. Intravenous hMSCs improve 7 - TSG-6
myocardial infarction in mice because cells embolized in lung are I 2013 48(6) 1685 -7.
activated to secrete the anti-inflammatory protein TSG-6 J . Cell 8 (1366
. 2014 2 D157 -
Stem Cell 2009 5(1):54 -63. . 0 S(3):15
60.

2 Tan KT McGrouther D A Day A ] et al. Characterization of

H ChenZ LiX]J etal. Anti-infl sytokine TSG—
hyaluronan and TSG-6 in skin scarring: differential distribution in o Wang Chen iXJ eta nti-inflammatory cytokine TSG

6 inhibits hypertrophic scar formation in a rabit ear model J .

Eur J Pharmacol 2015 751:42 -9.

keloid scars mnormal scars and unscarred skin J . J Eur Acad

Dermatol Venereol 2011 25(3):317 -27.
10

I 2009 31(9):1252 -3.
11 Shaker SA Ayuob N N Hajrah N H. Cell talk: a phenomenon

2006 22(2) : 146 —9.

4  Pradhan L Cai X WuS etal. Gene expression of pro-inflamma—
observed in the keloid scar by immunohistochemieal study J .

Appl Immunohistochem Mol Morphol 2011 19(2) : 153 -9.

tory cytokines and neuropeptides in diabetic wound healing J . J
Surg Rer 2011 167(2) :336 -42.

5  Mak K Manji A Gallant-Behm C et al. Scarless healing of oral 12

I 2008 30(7):1012 -3.
13 Gauglitz G G Korting H C Paviciv T et al. Hypertrophic scar—

mucosa is characterized by faster resolution of inflammation and
control of myofibroblast action compared to skin wounds in the red

Duroc pig model J . J Dermatol Sci 2009 56( 3) : 168 —80.

ring and keloids: pathomechanisms and current and emerging

treatment strategies J . Mol Med 2011 17(1=2):113 -25.

6  Theoret C. Tissue engineering in wound repair: the three “R”s—

Effects of TSG-6 on the proliferation and apoptosis of

human pathological scar fibroblasts
Zhang Suwen Li Xiaojing Chen Zhao et al
( Dept of Plastic Surgery The First Affiliated Hospital of Anhui Medical University Hefei 230022)

Abstract Objective To observe the effects of tumor necrosis factor-stimulated gene 6 ( TSG-6) on the prolifera—
tion and apoptosis of human pathological scar fibroblasts. Methods The samples were harvested from human path—
ological scar tissue a total of 6 cases and then were cultured to pathological scar fibroblasts with adherence meth—
od. Cells used in this study were propagated for 3 —4 times before use. The pathological scar fibroblasts were cul-
tured with 2 pg/ml of recombinant human TSG-6 protein for 48 h. The effects of TSG6 on cell proliferation were
then assessed by immunohistochemical method at the indicate time. The rate of apoptosis induced by TSG-6 was de—
termined by flow cytometry. Western blot was performed to detect the expression levels of caspase-3 and p53 after
TSG-6 was treated. Results After treated with TSG-6 for 48 h cells expressing proliferating cell nuclear antigen
an indicator of cell proliferation reduced significantly ( P <0.05) . On the other hand the rate of apoptosis of
pathological scar fibroblasts induced by TSG-6 with 2 wg/ml was increased ( P <0.05) . The expression levels of
apoptosis related proteins caspase3 and pS53 were significantly increased in TSG-6 treated group. Conclusion
TSG-6 may inhibit proliferation and induce apoptosis of human pathological scar fibroblast in vitro. The inhibition of
proliferation might be caused by inhibition of PCNA gene expression and the induction of apoptosis might be asso—
ciated with promotion expression of caspase-3 and p53.

Key words TSG-6; pathological scar; fibroblasts; cell proliferation; apoptosis



