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Regulation of gene expression of estrogen receptor histomorphometry in osteoblasts by androgen in tetal
cranium of rats LI Xiaopeng ZOU Zhigiang ZHU Yaping et al. Instiiute of Forensic Science  Ministry of
Justice  Shanghai 200063 China

Abstract Objective  To clarify the mechanism of regulation of androgens testosterone undecanoate on
osteoblast and to characterize the mechanism of cellular and molecular actions of androgens on cranium with in vitro
osteoblast culture models. Methods Mice osteoblasts were prepared from the cell culture model. Androgen was
prepared to yield final concentrations of 10™"° mol/L. 10™° mol/L and 10™* mol/L and then applied to osteoblast
models. The mRNA expressions of estrogen receptor ER -a and ER-§3 were semi-quantified by RT-PCR. Results
No cellular toxicity was found in any concentrations applied in the experiments. The expression of ER-a mRNA
increased significantly in a dose and time dependent pattern after administration of androgen while the mRNA
expression of ER-f3 was insignificantly decreased. Conclusions Androgen up-regulates the expression of ER-a
mRNA in osteoblasts.
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Gene Amp PCR system 2400

GIS-2019  smartspecTM 3000 BIO-

RAD USA
1.1.2
ESPELBNA-311 Olympus BH-1

NUNC 25 em’
1.2
1.2.1

SD
SYXK . 2002-0002

37°C 5% CO, 24 h
1 2~34d 1 80%
1.2.2

50 pg/mL
PBS 95 %

1.2.3 1

107" mol/L. 107° mol/L. 10™® mol/L 3

2
2x10"  /em’ NUNC 25 cm’
3
15 3 37C 5% CO,
48 h 24 h
4
8 24 72 h
1.2.4 RNA 1
0.25% 2 min
2000 rpm 2 5 min
2 0.4 mL
15 min
3 RNA 1 mL
RNA 4 RNA
75% 4 mL 5
min 5 RNA 50 pL

DEPC RNA -20C 6 RNA
260 nm
oD RNA 2 pg RNA
1.2.5 RT-PCR RT-PCR
1
1
AT C bp
ERa 5'- GGCTGGGCCAAGAAAATCC-3’ 58.7 440
5'- TTGGCCAGACGGACTGACTG-3'
ERB 5'-TCGCCGGCTGCCACTTACCA -3’ 64.2 446
5'- AGGCGCTGGGCTCGTTCTCC-3'
B-actin 5'- GACCTGACAGACTACCTCAT -3’ 60 350
5'- AGACAGCACTGTGTTGGCAT -3’
AT Size
1 mRNA QIAGEN

Omniscript™  Reverse  Transcriptase  for  ¢cDNA
synthesis 10 x Buffer
RT 2.0 pL. ANTP 2.0 pLb Oligo-dT 2.0 uL. RNA

1.0 uLL 1.0 pL. DEPC 12 pL

20 pL. ASTEC BI-525 37C

60 min 93°C 5 min 4°C
2 PCR DEPC 16
pL 10 x 3 pL dNTP 2 pL. 25 mMMgCl,

1 pl. ¢DNA 2 pl. Taq 2.5 pL. 30 pL
PERKIN ELMER 2400 PCR 95C 10
min 95°C 30 s 60C 1 min 72°C 2 min

35

3 1.5%
1.5h
GFS 1500-A
B-action X
1.2.6
3 *
SPSS 11.0 ¢
2
2.1
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BEMEAESL  ARERK . 48
EHELIESE x200
BR—a.440 bp
M 1 2 3 4 5

Hz REABEBSHLETEEEL,

MFREARECEEXADMRTES
BEWR  xa00
M 9 10 11 12

Lanel ; B8 WL FE 10 ~*mol/L 24h; Lane2 MWK YR EE 107 mol/L 24 h; Lane3  BEM B W BE 1071 mol/L 24 h; Laned: 25 E3 %1 B
24 h;Lane5: BEM P IEE 10°® mol/L 72 h; Lanet: M K& F 107° mol/L 72 h; Lane7 : BEM MWL FE 10" mol/L 72 h; Lane8: ¥ 0
%t B 72 h;Lane9: BE SRR E 10°° mol/L 12 h; Lanel0: ME# % ¥ B 1077 mol/L 12 h; Lanell: MM B K 107" mol/L 12 by
Lanel2:Z5 A%t A 12 h;Lane M: Maker
B3 RT-PCR W HF A &N ®E T HE BB 4K ERe #1 ERR £ 8 mRNA R MR

a
B mRNA

10~ mol/LL 102 mol/L, 101 mol/L,

2h  ERa 0.587+0.007  0.673+0.036  0.682+0.049  0.691+0.067"
FR-B 0.187+0.045  0.135£0.039  0.147£0.032  0.153+0.043

%Uh R 0.501£0.045  0.897£0.027"  0.79+0.046™ 0.693+0.039"
ER-B 0.164£0.038  0.158+0.047  0.149£0.03  0.138+0.036

Th  ERa 0.540.03  0.823+0.041"  0.890+0.037 0.861+0.057
ER-p 0.201+0.046  0.160+0.036"  0.143:0.046  0.167+0.027"

"P<0.05 " P<0.01 ctl
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