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Fig. 1 Semi-quantitative RT-PCR to manifest the expression pattern of E-cadherin

in human normal placenta at different pregnant stages

(a) Products of a typical RT-PCR were subjected to 2% agarose gel electrophoresis. 6w, 7w, 8w, 9w,

26w, and term represents RT-PCR products using mRNA derived from placenta tissues at gestational

weeks 6, 7, 8, 9, 26 and term, respectively as template. (b) Statistical analysis by ANOVA for the

semi-quantitative RT-PCR according to three independent experiments. The value of E-cadherin was

normalized by that of GAPDH, and the relative amount was presented as x = s. * Compared with the

relative density of week 6, P < 0.05.
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Fig. 2 Western blotting to manifest the expression pattern of E-cadherin in human normal

placenta at different pregnant stages

(a) A typical result of Western boltting. 6w, 7w, 8w, 9w, 26w, and term represents protein extracts derived from
placenta tissues at gestational weeks 6, 7, 8, 9, 26 and term. (b) Statistical analysis by ANOVA for the Western blotting
according to three independent experiments. The value of E-cadherin was normalized by that of actin, and the relative

amount was presented as x = s. * Compared with the relative density of week 6, P < 0.05.
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Fig. 3 Immunohistochemistry to show the distribution of E-cadherin on the feto-maternal

interface of tubal pregnancy at gestational week 6 (a ~ ¢) and in normal placenta at

gestational weeks 7 (d ~ f)

Bar = 100 pwm. vetb, villous cytotrophoblasts; st, syncytiotrophoblasts; pct, proximal column trophoblasts; dct,

distal column trophoblasts; m, mesenchyme.
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Fig. 4 Semi-quantitative RT-PCR to manifest the dose-dependent regulation by TGF1 on
E-cadherin mRNA expression in NPC cells

(a) Products of a typical RT-PCR were subjected to 2% agarose gel electrophoresis. 0, 1, 10, 50 represents RT-PCR

products using mRNA derived from the NPC cells treated by 0 ug/L, 1 pg/L, 10 wg/L, 50 wg/L TGFB1 separately. M:

Molecular mass marker. (b) Statistical analysis by ANOVA for the semi-quantitative RT-PCR according to three

independent experiments. The value of E-cadherin was normalized by that of GAPDH, and the relative amount was

presented as x + 5. * Compared with the relative density of 0 wg/L TGFB1, P<0.05.
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Fig. 5 Western blot analysis to show the dose-dependent regulation by TGF31 on
E-cadherin protein expression in NPC cells

(a) The Western boltting on 10% SDS-PAGE. 0, 1, 10, 50 represents Western blotting products using protein

derived from the NPC cells treated by 0 pwg/L, 1 pg/L, 10 pg/L, 50 pg/L TGFB1 separately. (b) Statistical

analysis by ANOVA for the Western blotting according to three independent experiments. The value of

E-cadherin was normalized by that of actin, and the relative amount was presented as x + s. * Compared with

the relative density of 0 wg/L TGFB1, P <0.05.
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Fig. 6 Semi-quantitative RT-PCR manifested the regulation by TGFf1 on E-cadherin in NPC cells with
time-dependence

(a) Products of a typical RT-PCR were subjected to 2% agarose gel electrophoresis. 0, 0.5, 1, 6, 12, 24, 48 represents RT-PCR

products using mRNA derived from the NPC cells treated by 10 pg/L TGFB1 separately at 0 h, 0.5 h, 1 h, 6 h, 12 h, 24 h, 48 h.

(b) Statistical analysis by ANOVA for the semi-quantitative RT-PCR according to three independent experiments. The value of

E-cadherin was normalized by that of GAPDH, and the relative amount was presented as x + s. * Compared with the relative

density of Oh, P < 0.05.
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Fig. 7 Adhesion assay to demonstrate the effect of TGF1
on cell-cell adhesion in NPC cells

Statistical analysis by ANOVA was performed according to three
independent experiments, and the value was presented as x + 5. (a)
Control with only bottom cells. (b) Adhesion between untreated cells to
bottom cells. (c) Adhesion between TGFR1 treated cells to bottom cells.
* Compared with (b), P < 0.05. [: Adherent cell; Z: Bottom cell.
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Regulation of E-cadherin by TGFf1 in Human
Normal Placenta Cytotrophoblast Cells®

ZHAO Mei-Rong”, CHEN Zhi-Qiang?, QIU Wei", LI Yu-Xia"’, WANG Yan-Ling"™
("State Key Laboratory of Reproductive Biology, Institute of Zoology, The Chinese Academy of Science, Beijing 100080, China;
ICollege of Animal Science and Technology, Hunan Agricultural University, Changsha 410128, China)

Abstract E-cadherin was one of the early expressed genes during embryo development. The intact form of
E-cadherin can link to cytoskeleton via 8 catenin, and the complex plays essential roles in cell adhesion. Evidences
indicated the essential functions of E-cadherin in processes of embryoic implantation and placentation.
Immunohistochemistry and RT-PCR were used to identify the localization of E-cadherin in human placenta. It was
found that E-cadherin was expressed mainly in villous cytotrophoblasts and trophoblast column, with the
immunoreactivity decreased obviously in distal trophoblast column. Temporally, the mRNA level of E-cadherin in
placenta was the highest at gestaional week 6, and began to be down-regulated from week 8 on, reaching a nadir at
week 9. However, the mRNA expression was up-regulated in placenta at week 26 and full-term. In human normal
placenta origin cytotrophoblast cell line (NPC), the mRNA and protein expressions of E-cadherin was significantly
stimulated by TGFB1 in dose- and time-dependent manners. Meanwhile, the cell-cell adhesion of NPC cells was
promoted by TGFB1. All these data indicated that there exists paracrine regulation of E-cadherin in human
placenta, and E-cadherin may be involved in regulating trophoblast cell behaviors, likely inhibiting cell invasion
through facilitating cell-cell adhesion.
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