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Abstract Objective To research the expression and analyze the sequence of integrin B gene in
embryonic stem (ES) cells derived epidermal like cells, and to lay a base for analyzing the expression
of relative protein in molecular level when ES cells differentrate into epidermal like cells.  Methods
ES-BALB /¢ cells were cocultured with human amnion in transwells for 4-5 days. The morphological
differentiation were observed under microscope, and the expression of integrin B; protein and mRNA
were measured using immunohistochemistry and actin controlled reverse transcription polymerase
chain reaction(RT-PCR) respectively. The sequence of RT-PCR products were analyzed and
compared with the published sequence of integrin B, gene by BLAST. Cells in control were cultured
alone without amnion.  Results After 4-5 days of coculture, ES cells differentiated into single layer of
epidermal like cells, fitted tightly, with polyhedral in shape. Immunohistochemical results showed
that part of the cells were integrin 3, positive after 4d of induction. The RT-PCR assay showed that the
cells after 4d of induction expressed high level of integrin 31 mRNA, and the sequences of the
RT-PCR products were 100% homologous to that of integrin $;. Cells in control group were diverse in
morphological shapes, did not form epidermal like single layer, and expressed very low level of

integrin B1. Conclusion Mouse ES cell derived epidermal like cells express high level of integrin B;
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which is scarcely expressed in control group without amnion.
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1.3
4 40 g/ L
pH 7.4 4 °C 30 min
SABC B
B: Pharmingen
1.4 RNA
4d
10 1 mL Trizol
5 min, 0.2 mL , 3
min 0.5 mL 10 min
1 mL 75%
RNA 50 pL
1.5
oligo B
5'- tectactggteecgacate -3"; B
5'- tcagtaatgtttcataacttac -3’ B-actin
5'-ccgtgaaaagatgacccaga-3’ -actin 5'

-acaatgcctgtggtacgace-3'
1.6 c¢DNA
20 pL 2 ng
RNA 50 mmol /L Tris-Cl pH 8.3 , 40 mmol/
L KCI, 7 mmol/L MgCl: 1 mmol/L DTT, 0.01%
BSA, 1 mmol/L dNTPs 20 pmol /L MLV

10 pmol/L RNA 15 pmol/
L PE2400 37 C 60 min 95 C 5
min cDNA  -20C
1.7 PCR

30 pL. PCR 100 ng

RNA ¢DNA 10 mmol /L Tris-HCI(pH 8. 3), 50
mmol /L KCI, 1.5 mmol/L. M MgCl,, 200 pmol/L
dNTPs 100 pg/mL
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15 pmol /L actin
10 pmol /L. Tag 1.5TU 93 C 3
min 93°C 30s 55°C 40s 72°C 45s 30
(PE2400 )
10 pl. 20 g/L
( UvPpP ) Grab-IT
GelBase / GelBlot-Pro

integrin-B: actin

1.8 PCR
25 pL PCR 5 x PCR 5
pnL 15 pmol/L Tag 1 U 100 ng
RNA c¢DNA PE2400
93 C 3 min
93 C 355 55°C 45 72 °C 1 min 32
72 C 7 min
1.9
PCR T
PE PRISM BigDye Ter-
minator cycle sequencing kit 3D1
ABI 377 DNA sequencer
BLAST

2.1 ES

LIF ES BALB/c ES

1 ES-BALB/c¢
Fig.1  Undifferentiated ES -BABL /c cells
2.2
3d ES

3d

4d
Bl ( 3)
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2 ES
Fig.2  Es cell derived epidermal like cells

3 B1

Fig.3 Immunohistochemical assay result

2.3 RT-PCR
4d Bi
185 bp 4 1
5 BLAST
1 integrin-f RT-PCR
Table 1~ Expression of integrin-f3; gene examined with inner

control RT-PCR

Integrin-B1 volume [-actin volume Integrin/

Group
Integrin (actin) actin
Experimental 1 498. 30 2 466.97 0.61
Control 447.20 4 673.71 0. 10
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Fig.4 RT-PCR result of Integrin-f3;

5 RT-PCR
Sequencing graph of RT-PCR product

Fig. 5
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