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RRHEERNERAKRMLEE, KF, MBREFRRE RNA AE A, 55 KA RT-PCR A% %
ERE A R Wnt10b £ mRNA BB RAKF LM EL, 4R ZP4AKRMEE 88X
10.228 +4.094 pmol/L; % B4 1% E, & & % 21.975 £3.021 pmol/L, % RT-PCR 1% & EN 75 £ 3
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Wnt10b expression in the femur of castrated rats L/ Zhanning, WANG Kunzheng. Department of
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China
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Abstract; Objective  To observe and measure the expression level of WntlOb in the femur of
ovariectomized osteoporosis rat model. Methods Twenty female SD rats were randomly divided into 2
groups; the ovariectomized group and the model control group. The rats were ovariectomized to induce
osteoporosis. After 3 months, blood was withdrawn from the cardinal vein and serum E, was using
immunoradiological method. Total RNA and protein were collected from the femur. Expression of Wnt10b
mRNA and protein was detected using RT-PCR or Western bloting. Results The concentration of serum E,
was 10. 228 + 4. 094 pmol/L in ovariectomized group, and 21.975 £ 3.021 pmol/L in teh model control
group, respectively. The mRNA and protein expression of Wntl0b in rats of ovariectomized group was lower
than those of model control group. Conclusion Both mRNA and protein expression of Wntl0b were lower
in rats of ovariectomized group, indicating that Wnt1Ob might play an important role in ovariectomized rats to
induce the development of osteoporosis through regulating bone formation.
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1 MEmAE

1.1 #H

3Rk SD M KR (AL EREEXRZY
FLRA), R E (270 +15) g; B B # 3k {X ( Bio-
Rad) /A 7] ; PTC-100TM PCR ( MJ Research 23 7)) ; %

WS R %5 /N B A WntlOb # 3 e 5t {4 ( Abeam

2A8)HRP iR R/ R - (A EFE); EA
EE A A &; DNA maker ( DL2000) ( TAKARA 2
Al)o RNARBIREA & KRR PCRIARNEM
H TaKaRa A7), BRBIWXFEWE L #IET 4
MERFRAE, SIWEREFIIMEHILT=1E
REEYBEARERTEAEZER.

1.2 ¥

L2.1 MiFE, &M KR SD KK 20 A
LR, GH 10 R REAMRA, %
PALEXERMTAMEDRA, X BAEH A K E
NOBRLBIENEEEEK. TRIPYRENEY
FMEERBRSES A KRARE. RE3MAR
FEMHAKBREE,H0.1%2HWRELZHMER
TG R, 4 B 8 KB MR B R E ,E
B 1 h,4C % ,3000 r/min B0 15 min, RE F 7,
FABREREEREN E, K¥ (762388 K%5%—H
BRERERE) .

1.2.2 ZHf$ RNA 2B (Trizol $£): BAF 3 4
BRE, 0. 1%/ 5B 2418 6 i 55 B, BUR
B 44 100 ~ 200 mg, i # 2 DEPC 4 B8 3 () BF 5 2%
FERBTHE, MA 1 mL Trizol &, % & 5 min,
MAO.2 mLEHERIZES EHASBE, 2R
B & 5 min;12000 r/min 4°C &.{> 15 min {2 4 KK
HAA LB, 0 B 8 RNA BF7E Bk A (b
B),MAOCS nL R NE , RRES, ZHENE 10
min ;12000 r/min 4°C &.(> 10 min, % L& ; MABEAR
4 RNA BSRYKTHIM 75% 28 1 mL, SR IIE 1
W ;7500 /min 4CE.L 5 min, F EF; ZR TR
RNA 5 ~10 min; B 10 pL A& RNA BRI /K A
DE PR RNA M E B S5 (U I A260/A280
X RNA & &,

1.2.3 5% 4 cDNA KRB (RT):7E 12 pL B
REEEFMAREA A RNA (0.5 ~1 pg) . Oligo
(dT) 1 pL.dNTP 2 pL #1 DEPC K, ¥ & F 65C K
B S min REBTFKE, % 4 uL cDNA S ZE
¥ .1 pLDTT,1pL RNaseOUT (40 U/mL) .1 pL
DEPC K #1 pL REEFHRE (8 pl) , HWA L

BI2pLREMERP,FEFPEE,S0CHEF 30 ~
60 min;85CHE 5 min; A 1 L & RNaseH }#F
37CH#E 20 min BIA[ 5 5] cDNA, ¢DNA =#77] Il
F -20°C{RFF S B #4T PCR R i,

1.2.4 PCR R K WntiOb ) mRAN Fik. 87
25uL W MR R, 25100 A TagDNA B4 8 1 pL,
10 x PCR [ 7 & #h 2. 5 pL,25 mmol/L MgCl, 1.5
pL,dNTP 2 pL, E FU514% 0.5 uL,cDNA =45 5
pL K 12.5 uL, 347 PCR R M. KR &M4H:
95CHA M 5 min,94°C 54 30 s,58C i & 30 s,
T2C A 30 s, FHFT30 MERK. BE—DMER
72C f# B 15 min, IE [ 3 #:. 5'-
AGACAGTGGTAGAGAGGTTT-3', K 4 8| #7: 5'-
AGTATGATAAATTATCCCTT-3', 3t 220 bp, H{ PCR
FEHIHEAT 1. 5% BRRERE SRR L UK o

1L2.5 HARBCEBRABE3INMAKR,HO0.1% K
PR BT SRR, SRR B AR HFRT
BRUHEE EBEERABLEPMA 2 x B
ZWiK,K#E 3 min, 12000 r/min B> 15 min, /L
W E A (R L) #5478 79 46 B ik B e e 3k (SDS-
PAGE),

1.2.6 S FEENF. SDS-PAGE 4K J5, #% Bio-Rad
FE U B SR RAAR — O, R PR AT 4 (NC E)
FEEE 0, B E WP (25 mmol/L Tris,
192 mmol/L Glycine ,20% F ) ,100 VIEE 1 h,¥%
BEANEBEEBENCEL aEBERE, ]E
NC &, B ¥k % TBST( & 0.02 mol/L pH 7.4 TBS,
0.4% Tween20) EE % 3 K, BAHHAK (5 2%
BSA f TBST) #1 37°C,1 h, ¥ % & ( TBST) % i ¥ 3
W, MABRHLA WntelOb 8 5 EHA,37CHE L h,
TBST ZiR ¥R 3 WK, MA &G /MR HRP #Ri2 = H,
37CME 1 h, TBST TR LEME 3 K, B A TBS % 3
W,NCHEBAECLEXARAHET  ZES#LEE 1
min, BEE & A, EH B,

2 BR

2.1 IMm#F E, KFH# M
PR J7 ¥ 43 R T 25 4 A 3 R4 K B i 7
FE KSR EFEIHENN, ZHHAODEPE, HF
BREERTBAMNEE . P<0.0S(ERIEL),
F1 EHKRMEE, RELER
a4 x§ B 4]
E, ( pmol/L)

=54
10.228 +4. 094

21.975 £3. 021
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2.2 PCR W

4 50 4 9 X 5 4 A3 A 20 0 A o WnelOb
i) mRAN 235K ¥, 2% it RT-PCR 42, & %
4] Wntl0b f) mRAN ZGARF 0 M4l, 458 LA 1
M2, RT-PCR Z R4 =i E AR WMF, 5 BME;
S O

M [

B 1 WntlOb kB2 6 55l % BE B i 2k P
| 2,2 A EE

M 1 2

B2 P-actin HNGEEEE R Bk E
IR a2 i

2.3 RALENE

2 546 W 2% H 4 F0 % B AL A 0 L A o WnelOb
BEHEEKT ., S%GEKRM, HEH4 P Wntlob
EAHEREKFERFHHA, S9RLA3 Fx.

3 it

ANXKBGE M PP £ W . Wn/LRP5/6 &
FRESOTEEHNYHF. SHKRNFTIES Wn
ZRESYNHRESHEEAHSUERTRENZE

=5 okl

S -

Wntl0b

B3 SRLa@EsR
143 E 2 B Ea

HYIHIE,LRPS %k LI BERY R W G BN B -
44 # 28 BE R 9 55 4 1E ( osteoporosis-pseudoglioma
syndrome ,OPPG) "' | i 2K73 2 i (Y 25 4% S BUA
f# (high bone mass, HBM) (15 % % °* . 47 % Wnt ifi
5 2 TR T 1o R A 2 PR BB AR 4B R A 2 R Wt
30 Bt VA RSP A M A A L O T Y T R B 0
HA BT R A s,

Wt {555 3% 38 xF U8 15 A 40 B 60 0 AL A4k
MoESEwMbEER T EFHANEKRMRE. L
P F X Kb R T RERBEEN®
Ty E 465 5 SO 7 40 M h fE 6 20 By AL 3F
il i W47 OPG/PRANKL fiY ik , [A] 4% 8 %5 B 7% 40 B
fzhiE, P, Wot FE P MASERIP A EH
WIRITH R, Z R RN M KE . R, 7\
MEEBUHRBMRITHEEHBAL2WE, M
Wnt ifi B (W SEAERM R EETHX, FFLUL8
A& AT H S5 F W 5 85 69 1 A HLER 00 FE itk —
PFIELABIF .

Christina 2™ & 8 Wnt10b {5 515 5 % ik 45
{2 1 R 40 M R v 40 0 BE A 40 IR Ak B, T 2L
WntlOb GESSM & PPARy fY 23k 8 7% 4 iUt i, &
2 BRI 15dPGI2 #1 GW0072 X fEJLF 5¢ £ 4K
I Wnt10Ob (9 % 35 H 0 & 3L & 80 i Bk A 4
AR

Rfi@ Ly HH KRG ER A, RS
PRI P WoelOb EREMEAKFE EWE
K. BRIELES KRBT RS EARAFHA
&1 Wntl0b ) mRNA HIZE (1 A K FE TR, LLE
PR WnilOb o] fig 46 K B 22 %05 & 4 7 B
BARPEEEYRASERSE THRERALNZR
R, X TR, NGB ERRNES
3l BRI R TN A R 48 Sl RS EIT .
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BT TCF-p HE R, X I, TCF-g 7]
25T M % PTHI-34 BB AEER, W BMP-7
ek TGF-p REB R Z— WA A HFEIE, B8
2@ PTH1-34 1% BMP-7 2 B %% 5% Wi {8 # &%
BB RS,

BMP-9 1 2 BMPs RIEH R HE B —
ROEERBARMMFREBEABBENERETZ
—o TEEHBF A A, elm %) % B 57 7 5 40 19 B3
FERAXREHRAN BMPI XEERE W B MiE
S BB . Dumont %" 3T LY 57 % 05 A B 8
JB) 75 B F 40 3 & 51 B & BMP-9 8B 24 b 76 mik B 26
FERHHEMAE., ULLRAES UL BMP9 ERF
ERATEREEEEER, AT BMPI A+ R RAF
SR SHH M A, ® B thPTH(1-34) £ 047
Bt BMP-9 B R AR HBFERANH G F
Eif—HHBRAB R, HE§ BMP-9 {37 LI KN
—HERNBERY K,

% b FRR, thPTH1-34 AT LAE S & F R T 8 th
BI1E A, 2 3k BB A B A S T R k. T L PR R AL
BEEEARANTR,
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