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Fig. 1 Expression of GB1 mRNA in mouse uteri
from D4 to D8 of pregnancy
I S: Implantation sites; I S: Iner-implantation sites. a: P < 0.05, as

compared with D4. b: P < 0.05, as compared with D51I S.
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Fig. 2 Expression of GB1 protein in mouse uteri

from D4 to D8 of pregnancy
(a) Immunostaining of GBI in mouse uteri on day 4(A), 5 (B), 6(C),
7(D) and 8(E) and negative control (F) (40x). G: A higher magnification
of EPC in E (200x). H: A higher magnification of sdz in E (200 x).
(b) Western blotting detected GB1 in mouse uteri from D4 to D8.
GAPDH was used as a loading control. AM: Antimesometrial pole, ge:
Glandular epithelium, le: Luminal epithelium, sc: Stromal cell, pdz:
Primary decidual zone, sdz: Secondary decidual zone, em: Embryo, epc:
Ectoplacental cones, | S: Implantation sites, I S: Inter-implantation
sites. a: P <0.05, as compared with D4. b: P <0.05, as compared with
DsSIIS.
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KA, 20 wmol/LI¥) 2-hydrosysaclofen ] i 1)y i 4%
100 wmol/L GABA X i A2 22 ¥4 FH (14 4).

(a) (b)

Fig. 3 Expression of GABA and GB1 protein
in primary decidual cell
(a) GABA expressed in decidual cell. (b) GB1 expressed in decidual

cell.
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Fig. 4 Effects of GABA, baclofen and 2-hydroxysaclofen on EPCs outgrowth
The effect of GABA, baclofen and 2-hydroxysaclofen on EPCs outgrowth. (a) The image of EPCs cultured up to 48 h in microscope (x100). At 24 h,
the outgrowth length of EPCs after treatment with 100 umol/L GABA (B1), 50 pwmol/L baclofen(C1) and 100 pmol/L GABA plus 20 pmol/L
2-hydroxysaclofen(D1). Al: As blank control. At 48 h, the outgrowth length of EPCs after treatment with 100 wmol/L GABA(B2), 50 pmol/L baclofen
(C2) and 100 pwmol/L GABA plus 20 wmol/L 2-hydroxysaclofen(D2). A2: As blank control. (b) The statistics of the outgrowth length of EPCs. * P <
0.05, as compared with blank. [J: Blank; [0: GABA; l : Baclofen; & : GABA+2-hydroxysaclofen.
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Fig. 5 Effects of GABA, baclofen and 2-hydroxysaclofen on decidual cell invasion

The effect of GABA, baclofen and 2-hydroxysaclofen on decidual cell invasion. (a) The image of decidual cell in lower side of filter cultured up to 24 h
in microscope (x100). The lower side cells of filter after treament with 100 wmol/L GABA (B), 50 wmol/L baclofen (C) and 100 pmol/L GABA plus
20 pmol/L 2-hydroxysaclofen (D). (A) As blank control. (b) The statisticse of cells in lower side of filter. ¥ P < 0.05, as compared with blank.
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Fig. 6 Effects of GABA on the histological structures of placentas on D14
(a) The layer of labrinthine in blank control. (b) The layer of spongiotrophoblast in blank control. (¢) The layer of labrinthine after treatment with 5 g/kg
GABA. (d) The layer of spongiotrophoblast after treatment with 5 g/lkg GABA. (400x)
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Effects of GABA Signal on Mouse Placenta
Establishment in Early-Middle Phase”

LUO Wen-Ping, TAN Dong-Mei, YANG Gen-Ling, LU Jun-Jie, ZHAO Hai, TAN Yi"
(Laboratory Animal Center, Chongqing Medical University, Chongging 400016, China)

Abstract To explore the expression of GB1 in mouse uterus from day 1 to day 8 of pregnancy (D1~ D8) and the
role in placenta establishment, semi-quantitative reverse transcription polymerase chain reaction (semi-qRT-PCR),
immunohistochemistry and Western blotting were applied to detect the expression levels of GB1 mRNA and
protein respectively from D1 to D8. Besides, EPCs and decidual cell were dissected out from D8.5 uterus and then
added different concentrations of GABA, GABA B receptor agonists baclofen and antagonists 2-hydroxysaclofen.
In vitro attachment and outgrowth assays were performed in EPCs, and transwell chambeer was performed in
decidual cells. In vivo, mouse from D8 to D13 were treated by intraperitoneal injection of different concentrations
of GABA . On D14, the placenta structure was examined with the histological method. The results suggested that
GB1 mRNA and protein dynamic expressed from D1 to D8 uterus. 100 pwmol/L GABA and 5 pmol/L baclofen
promoted EPCs outgrowth and surppressed decidual cells invasion. At the same time, 20 wmol/L 2-hydroxysaclofen
could reversed both of the functions of GABA on EPCs and decidual cells. The histological structures of placentas
changed appearantly on D14. In the layer of labrinthine, the cells arranged crowdly and maternal blood and fetal rat
vascular decreased number or dysplasia. In spongiotrophoblast, cytotrophoblast cells becomed smaller and
glycogen cells decreased or disappeared. The combined results indicated during the early-middle mouse placenta
establishment GABA signal was in favour of trophoblasts invasion but played converse role in decidual cells and
damaged placenta structure.
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