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Icraiin Regulating Expression Imbalance of Glucocorticoid-induced Osteogenesis Genes by Inhibiting
GILZ Expression in MC3T3-E1
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(Clinical Pharmacy Experimental Center of Taizhou Hospital in Zhejiang Province, Taizhou 317000, China)

ABSTRACT: OBJECTIVE To investigate the icraiin regulating expression imbalance of glucocorticoid-induced osteogenesis
genes by inhibiting GILZ expression in MC3T3-E1. METHODS Mature induced differentiation of MC3T3-E1 were divided
into 3 groups, respectively dexamethasone(DEX) group, icraiin(ICR) group and ICR+DEX group. The mRNA expression lever
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of GILZ, osteoprotegerin(OPG), osteoclast differentiation factor(RANKL), osteocalcin (OC) and alkaline phosphatase (ALP)
from different groups were detected by Real-Time RT-PCR. RESULT On the one hand, increase of GILZ by DEX improved
the expression lever of RANKL, ALP and the ratio of RANKL/OPG in a dose-dependent manner in MC3T3-El, but inhibited
OPG and OC. On the other hand, inhibition of GILZ by ICR increased expression lever of OPG and OC, but inhibited RANKL,
ALP and the ratio of RANKL/OPG also in a dose-dependent manner. Further more, enhancing of GILZ, RANKL, ALP and the
ratio of RANKL/OPG induced by DEX could be inhibited in the presence of ICR, but the expression lever of OPG and OC were
increased. CONCLUSION Inhibition of GILZ by ICR reduced the ratio of RANKL/OPG, suggesting a physiological role in
inhibiting osteoclast maturation. Inhibition of ALP and increase of OC by ICR may improve proliferation of osteoblasts.

KEY WORDS: icraiin; GILZ; glucocorticoid; MC3T3-E1
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NIB-100 =4 B85 (NOVEL); 311 %Ak
{H B 7246 (36 E Thermo); Real-Time 7300 PCR
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Strand ¢cDNA Synthesis Kit D6110A, HA); real
time PCR i 7] £1(SYBR PremixEx TagTM, Takala
Code:DRRO81A, H A); Trizol Reagemt (3 [H
Invittogen, fit 5 : 15596-026, ); 8 &% PCR real time
PCR L H (P )(AXYGEN, PCR-0208-F); ICR(K
Sigama, #it'5: 11286MSDS, & =94%); i
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D4902-25MG); MC3T3-E1 4 fI(WTVL4 & I EE B
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BEUE, AT B4 Primer-BLAST U3 4 &
P B X ARSI 56 560 24 kg H R 3 DRV S S 1
ST L 1,

x1 HHEHEI T

Tab. 1 The gene sequence of purpose primers
CIL N 151
NM_007431.2 EM 514 CCGGCTGGAGATGGACAAAT
Alp K514 TAGTCACAATGCCCACGGAC
NM_010286.3 1E[ 514 GACACCCTTGGAGTCACTTCT
GILZ 11514 GGTGGTTCTTCACGAGGTCC
NM_008764.3 IE 514 GCCACGCAAAAGTGTGGAAT
OPG K154 TTTGGTCCCAGGCAAACTGT
NM 011613.3 1E 1314 CTAAGAGACATGGCCCACGG
RANKL R 7514 GTCCAGGGGTTAGACCCAGA
NM_007541.2 L1154 ATGGCTTGAAGACCGCCTAC
oC R 1514 AGGGCAGAGAGAGAGGACAG
2 AE

2.1 o-MEM 4% SR ML (R 97 5L A)

B 10%M5 25 1L i o-MEM 41 Jit % 75 5k
2.2 B Fo-MEM 4 s i 1 R I (5 7R 5L B)

FEREFEIE A oI N B (R B-H ok R Ak A 4
EFEC, Al EE IR L B H B A Tk Y
107 mol- L™, #E/E% CIKIEA 50 pgrmL™ .
2.3 ICR ARy AL B

FREL ICR(ICR & # =98%)7.2 mg £ 5 mL EP
B, NN 2 mL DMSO 43 3.6 mgrmL ™" ICR ¥,
PN 3.6 mL PBS 22 MR #5 %«
2.4 DEX hrifEds e 6l

FREL 5 mg DEX % 5 mL EP &, JiA 5 mL
PBS ZEMBVE RS 1 mgrmL ™ DEX FRyE I -
2.5 MC3T3-El 41157

MC3T3-E1 Ff 40 i (1) 35 7% . ABURUHE T HL—
PRV ¥ MC3T3-E1 M2 7. T 5 mL ¥ 38ih A
RFRIE A B35, KA 80%FEIALAL, #5525
JITH o 3~4 d #e— 85979k .

ANTA] DEX ¥ JE 513 MC3T3-E1 41l (1) 85 5% -
B ER A5 AR P4 1X10° A4 s imh 1
24 LB, DAREFRIE A B FR, frdiiuk R 70%F
JERFERRAL IS IR IE B 5 4597 3 d, /0 lAE
FEFLH NS S0 DEX AR 0848 55 5 9P 1
DEX W45k 0, 1072, 107°, 107, 107°,
107 mol-L™", 4k&:0%5% 4 h W4, ANk
W2 AN AL Hor I AL I 0.05% ) &
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o

AJA ICR ¥3% B Wil & % DEX %%
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. 0 mol-L™" DEX 4 0.05%[ Z.1% . Wt 4 i J5
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e
2.6 Wi HN real time PCR
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X4 H ) mRNA . B RNA 5 uL 4 200 uL EP %
Tokitrd, KK 7 uL RNase Free 7K+ 4 uL
B SFRE 2P 1 WL NdTP. 1 uL BEHLS 4. 1 uL
Rnasin 1 1 uL [ 5655l o G5 ] W 46k 42 °C
50 min, 72 °C 15 min. N5 G = Wi5A7E T
—20 C £ M L 2 uL ¢DNA Bt & real time PCR 8
A, BAEREFLIN 1.6 uL MgCl,.0.8 uL Primer
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I MIX FliE & Nuclease-Free H,O #M & 20 uL W
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ki 72°C, 15s ZEff; 76 °C, 3's, ekl JL
40 MIEH, w4, 75~95 C.
2.7 Giilsik
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Fig. 1 The effects of gene expression to MC3T3-El in the process of differentiated by different concentrations of DEX treatment

1-negetive control; 2—6—DEX 10’12, 10’10, 10’8, 10’6, 10~ mol-L™".
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Fig. 2 The effects of gene expression to MC3T3-E1 in the process of differentiated by different concentrations of ICR treatment
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Fig. 3 The effects of gene expression to MC3T3-El in the process of DEX-induced differentiated by different concentrations of

ICR treatment
Yp<0.05, 2P<0.01.
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NECE AL OPG HIRIEFEMC T, 1 RANKL
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Comparison of Antipyretic, Anti-analgesic and Anti-inflammatory Effects of Nimesulide in Animal
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ABSTRACT: OBJECTIVE To investigate the antipyretic, analgesic and anti-inflammatory effects of nimesulide in laboratory
animals, and compare the EDsq of three pharmacological activities. METHODS The antipyretic activity was evidenced by heat
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