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Effects of Progesterone on Progesterone Receptor Expression in
Cultured Bovine Endometrial Cells (bEC)
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(1. College o f Animal Science & Technology, Sichuan Agricultural
University, Ya’an 625014, China;2. Institute of Applied Animal Technology .
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Abstract: In the studies, bovine uterinal endometrium cells were cultured in medium including
progesterone at 50, 100, 200 and 400 ng/mlL respectively and collected after incubation for 1, 3,
6, 12 and 24 hours. Semi-quantitative reverved-transcript polymerase chain reaction (RT-PCR)
analysis was used to observe the effects of progesterone on progesterone receptor (PR) expres-

sion. Results of the present study indicate that progesterone inhibit the expression of PR in vitro.
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BRI CHE D B4 B . 7E B 923K
L8 WA TE VE T 37 CAEMEIK D 30 min A7
mSc % . M& 500 TU/mL % R # 500 pg/mL
HER R A B KR WO TR S e MR TIER
ELOHIRB 2 E T ENEE,
1.2 FERNERMMEIESR

B E NS E 1 mm’ KN, & 10%
FBS(HyClone) f§ DMEM : Ham’ sF;, (Sigma) % 3%
W S K 2H 2 P 35 5 i B T 195 85 R R T
B IR ES . A 37 CL5%6CO, IRBE 1 Kr 57
.6 h g MR IR AN A 1 mL K32 (10% FBS+
100 IU/mL H 8 % +100 pg/mL # % £ + DMEM
: Ham’sF, ) ; 48h )5 F I A 3mL K5 3% ¥ . i

BFANEELE 20 U B . A 20 i DA 4 2 B A 1
H 40 B IR IR Y 90 Yo B L EATAL AR

& AR W M BE FR W, T PBS W Uk S . m A
0.25% Trypsin-0. 02% EDTA( Verson ) 1L # 3
L 32 918 4 i 5 4 P A8 TR A S I A B SRR 3
mL 2RI AL . T Ik X Bk 15 s, B0 Wi dk
MG, T IR E RS 4% 2 X107/ mL % i 4
AT R SR
1.3 ZFR4IE

BUE R RAFAY 3~8 AU 75 NI 41 g (bEC)
BA (8 D HEMTE ) DMEM: Ham” sF,, 15 37 24
ho TR A TR e B 2 T 1% TG I3 1 77 W K 37 K [
B IE] S B A . 2R A )R 2 WL 1

E. bR AN s F. 82T 44 20 0

E. Epitherium;F. Fibroblast-like cells

1 BREERKPFEREHE(X400)

Fig.1 To grow to confluency of endometrium cells
(X400)
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Table 1 The groups number after endometrium cells being treated with progesterone

ZHWi W B Progesterone concentration/(ng/mlL)

AL BN E] /B

i OCK} iR 2H)
Treated time 50 100 200 400
0 (Control group)

1 Al Bl C1 D1 El

3 A2 B2 C2 D2 E2

6 A3 B3 C3 D3 E3

12 A4 B4 C4 D4 E4

24 A5 B5 C5 D5 E5

TR AR R 22 A PIF A0 A9 X5 20 g

The letters and numbers labeled the different experimental groups after endometrium cells being treated with progesterone

1.4 4B RNA IR E

it A S 5 o0 0 O [R) K 6 4 40 B /E RNA il
B, g RS | TIANGEN 24 7 19 TRizol it
GURAT . JFaE i VORI E 260,280 nm R Y OD
B HEAT A RINA e 04l B 45 2

1.5 RT-PCR K[

K HEE 8 PCR R I AS [F] 056 41 v PR 3R
BKFE, WS FEFEN Bactin, 519 Primer 5.0
¥it.SBS A wl A& M. PR L5148 5'-GGTGGG-
TATTCCAAACGA-3', Fi#Esl #5 - TATTA-
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GATCAGGCGCAAA-3',PCR 7##) 373 bp;Factin
F#E51H 5'-TACAATGAGCTGCGTGTGG-3", T
W 51 ¥ 5 -TAGCTCTTCTCCAGGGAGGA-3',
PCR 74 450 bp,

L5.1 RTJhi ek #24% I TaKaRa RNA
PCR Kit Ver. 3.0 15 & 5t W 45 #E47. KON IR &
#:2 41.€0. 05 pmol) MgCl, , 10 X RT Buffer 1 ulL,
RNase Free H,O 3. 75 pL.,dNTP Mixture 1 gL(%
0.01 pmol), RNase inhibitor 0.25 pL (10 IU),
AMYV Rerverse Transcriptase 0.5 pL (2.5 IU),Ol-
igo dT-Adaptor Primer 0.5 pL (1. 25 pmol), RNA
Feal 1 pL (0.8 pg)o R RN &M 42 C 15
min,99 C 5 min,5 C 5 min,

1.5.2 PCR i & Ffifb PCR MK F: 5 X
PCR Buffer 10 uL. KH 2 MK 28. 75 pl.. TaKaRa
Ex TagTMHS 0.25 pL(1.25 TU), Ei#E51#:0.5
pL(50 pmoD), FH#E5I#:0.5 xL (50 pmol),RT j=
¥ 10 uL, PR FI Bractin 4385934 .

PCR 2 W 45 0 Ak « R A7 2 5 Bt 23 #r o b 25080
PCR B & 1R #E A7 A A A8 2R R B T PCR 7™
Prag Bl K G BER R IR 590G RT B 4 52
WA R, B RT o cDNA ¥ 75 5
0.5.0.6.,0.7,0.8.0.9.1.0 pg/pl #1475 & 4L
L5885 #5298 94 C 2 min, 94 C 84k 30 s, 43 B A
52 C,54 C,56 C,58 C,60 C,62 CiE:k 30 s,35
AEFR 72 CIEAR 1 min. PEALIR JGREE . )5 7390
KM :28.30,32,34,35,36,37 78 PR KAE AR,
AR L.

1.6 FEEHH

BU5 uL PCR =2 1L 5% B g Wi Ik 5 &
Bio-Rad ChemiDoc XRS ¢ it %1% & 4t 3k BRI A% .
A Quantity one 4.5 {4 %f PR 45 B-actin PCR
LUK 2% AR EAT 2 BT . PR 5 B-actin FE{H R B PR
FERAESE AN b R GAK . SR RA F Rl

2 & R
2.1 ALRPREESF

FELSVHG BE 5 565 5 KR BUAT A i b R A i A
JCET A A 4 At B AE A U B 3056 10~14 K41
A LSS Al B R (L 2) o S T 2 T % o 2
B T 40 R S (B 3.4)
2.2 RNA 12E

BB HL T &5 SR LR 5,3 Sl v el L. 28 S

60-0—|Lm
T

T. 4 FEHNBEAH

T. Tissue pieces from bovine endometrium

B2 ALAHRBEBEKHNFERNRMAM(X100)

Fig. 2 Growing endometrium cells about tissue( X
100)

600 wm

B3 ZERAMERTHAA(X100)
Fig.3 The endometrium cells without progester-
one treatment( X 100)

6()@111

B4 ZEAEERFEREMAM(X100)
Fig. 4 The bovine endometrium cells after being
treated with progesterone( X 100)

18 ST 2N 22 1, HJo DNA 454 . Aso/ Asso
7 OD HAE W2 2. 5T A LWIEIITE 1. 70~2. 18 Z [a],

1 2 3 4

288
18S
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1. Pwo ng/mL ;2- ono ng/mL ;3. PIOO ng/mL ;4. Pso ng/mL

B 5 & RNA BEkEiE

Fig. 5 The electrophoresis results of total RNA by aga-
rose gel
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4% 2 AENRIEAF M E RNA Ay /A B
Table 2 The ratio of A, /Ass of total RNA from different treated cells groups

et e TR e TR o TEE e I b
Al 1. 80 Bl 1.73 C1 1.92 D1 2.18 El 1. 89
A2 1.79 B2 1.85 C2 1.76 D2 1.96 E2 1. 88
A3 1.92 B3 1.76 C3 1.70 D3 1.87 E3 1.90
A4 1.96 B4 1.97 C4 1.94 D4 1.96 E4 1. 86
A5 1. 86 B5 1.79 C5 1. 87 D5 1.96 E5 2.12

% Aggo/Asso. 260 F1 280 nm I T OD {8 ¥ b R

* The ratio of optical density under 260 nm wavelength and 280 nm wavelength

2.3 PCR R &#H %8(5) w PR
@6%%s§ RT *ﬁﬂiﬁ&f}f?ﬁ 0.8 pg/pLHﬂ', %3(5): ‘B—ACtin

PR B-actin [ 7= 4 3 K 35 3 45 B0 K By B A . 2185t

I 7 87 B G R UK 28 B 37 90, PCR i

F 7 197 kB . PR Bactin 475 57 4 B 4 BF v 163]

LI H LA — B0 ZE R R BN 35 W EA !

BT 007, AR AR B B 55 I B 2201 4 56 B e

C B I BE L PRI B-actindy™ 9 /9 4 5 1 &%

210 ¢
205 aPR
200 F A B-acltin
bl95 -
@190 -
ZI85
=180
170
170

1 1 1 1 1 1
l650.4 05 06 07 08 09 1.0

RTAEAAEE/ (ne/nL)

E 6 RT#FRES PCR=YHXER
Fig. 6 The relationship between RT template dos-
age and PCR product

M B1BA C18A D18A E18 Bz2tA Ca28A E28A D2eA

B 7 PEEFIEE PCREYHXER
Fig. 7 The relationship between ampliation cycle
times and PCR product

I, AL PCR Z 40 hy AR i 0. 8 pg/pl, 1E 36
UEL 35 LR K BE 56 C
2.4 AERBAMME PR-mRNA ik

3 3eF % A T 3 41 40 M 99 mRNA ) RT-PCR
PR HEAT UK (B 8) . HL UK A R R L E T A R
A BT PR Al B-actin (U4 FbERH . £H
ERIMNEFR B F T E N, 45 PR F Bactin
P %

BitA CisA DicA EscA MB‘FACaaAIhBAEABA M BsgA Cs sA DsgA Es A
i

M. Maker; B, ~E;. St 400415 (38 DK PR &4 5 A X ATHAL S B-actin 5547 s Py # il 41 PR 4k
M. Maker;B,-E;. PR bands of the corresponding group number(Table 1) ;; A. B-actin bands of the corresponding group;

P,. PR bands of the control group

B8 AEREZMAEARAAEGFFEHNEMM PR A f-actin mRNA § RT-PCR H ik B %
Fig. 8 Electrophoresis bands of RT-PCR product for PR and p-actin mRNA form endometrium
cells after being treated with different dosage of progesterone for different time
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LigE- I 39 %

Fractin W EHLI R 2 415U ) % 3% 21»<L
E, L Bactin IR EE Y5 PR/Bactin #17 PR

0 1 1 1 1 1
0 50 100 200 400

P/(g/mL)

FE DA A 5 o M WLIAT 9.

HH——

0.7r

PR/B-actin

1 1 1 L 1
0536 9 12 15

Time/h

1 1 1
18 21 24

* . 7RG R A HE 228 5 B3 (P<T0. 05) 5 % % . 3R 5 X BRALAR L 28 5 i B 2% (P<C0. 0D)

%, Showed statically
ferent(P<C0. 01) with the control group

different( P<C0. 05) with the control group; * % . Showed highly statically dif-

B9 FREZEKET PREFREKT (a) A ERF A E PR FREKF (b)
Fig. 9 Expression level of PR in bEC after being treated with different

progesterone dose (a) and for different time (b)

2 il 57 AR AE X BE 2 20 i H 5 B v R IR K
-1 5 F 50,100 ng/mlL 41 (P<C0. 05) . % 2 & &
T 200,400 ng/mL ¥ B 22 i &b #E2H (P<<0. 01) 5 )\
VB P[] o 6 5 2 8V FE R 8] 0 228 4K, 22 ] 52 145 1)
F I8 KOV B K 7E AR 22 T ok B AL B 4H (50, 100
ng/mL) H, [ Ab 3 GE K 2 i 57 AR SR 3k KSF- AT BRI
F He RS [R] Ak 3 2 I ek ] ) 2 b 25 S R B 3 (P>
0.05),

3 3

ZF TR PN A T A T R A0 R R 4
J L R FEUESE 2 A2 4R A A R . AR
BRI IR0 75 IR U, B SR 9 40 i b
FEFE N L gl L i i . e IR fE
- PN B KL Jo 4 B T A AT A A R S A
21l

€ & PCR J7 2 48 76 [RFE 0 RO 2571 [+
APk B W — DNA ) — B ¥ e 5 il s —Brin =
A, B A 5 2 B e e
E‘#ﬁtbﬁﬂﬂTﬁ%ﬁiﬁEFﬂE’J% K E/ PCR Jy

WA TER )7 5 5 9 2 BB 7 50 A F AL 3 38 580%
Elaﬂzjﬂlﬂ HEA RS, PR 2 R
RATE PCR AR, Bt DATE T8 B0 338 100 0) 7 1y
e st . R BON W B Y 1 AR5 505 B 1 Ak
RIFTRLMEXR BT, ARG,

PR FINZ 3 Bractin 1 PCR SN 4 ik BE 1A A
sATRAL IF TR RS PCR =) Z [ 1 %
Y6 EOE 1 37 i, PCR 7= ) 3% K 1 45 £
1 R I R PR PR B 35 AR R AR A PR U 1
FELEFE B K . Pastire fl2i8 . 2k & & PCR &4
AT LRSI HE R P DR 1/3 22 R

TEMIE LT o 27 1 55 MEB0R /9 1F T BEAH 548 4t
SORH MR o P 2 [ R M 2R SR A
JEE A 38 ok 4 ] ER A9 2R 35 DT A AIGHE 3 = 19 A=
FE . FEMR 51T . ME R RE WS A F PR A9 3R
K, BT AR AR AR R AR R SRR L P 43 0 1 38
WAL ER (Y 3RE 2B Sl PR gy RET,
Robinson !, Kimmins " 7EBF 57 245 4 ik L3 PR 3%
PRI S B, P o3 WA R AN JR A R e N
PR 3Rk, oAb, 22 & 44 FOAE O 38 o 22 1 32
PR F 0 I DL B E b 22 T 37 R 1 2 35 5 22 T 5 R
FH

ARG TEAAR SN S5 AT T 55 % 4 15 A0 L
JIA ) e J32 i) 2 il b 240 i, AR 5 3@ 5 RT-PCR

JE 5 434 28 B S AR R SRRk i AE B . A5 R R
2 2 AATE A A 30 L v i v RO B A 2 TR ok
(50,100,200,400 ng/mL) 3 i, PR £ iEKFET
K. 1999 4, Xiao 553 i (K b 5% 77 5 P 5 4 i ot
e WY TR T N R R 5T A0 M b R R I
ER PR 23534 15 27 i 68 410 ) E 8 < 00 45 A L (H X
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