b EGAHREE 20055 AB 11 %58 28  Chin J Osteoporos, May. 2005 Vol 11, No. 2 151

- .

RANKL #%2/N 40 RAW264. 7
A3k AL B 4 Y

Béh AEk TEaNk ko £4F VL e
Mk KEAR BAY4 IR B-xn

BE: B WEPRAEE/EWAR RAW264. 7 89— A Y24 R7E RANKL S TR
BHRBHRKMIEIE. 5% RANKL S RAW264. 7 4l 6d J5, AIIEARBIEHKRE (TRAP)
Refa iR TRAP ¥ Z B, WiERRARERRABHE (LCSM) NESBHRES; &
5 RAW264.7 #if8 9d J5, RT-PCR Bl RAW264. 7 A B T AR EZR AN BERERRE
RANKL S5k $5% RAW264. 7 41 12d J5, S5 o5 09 BB 40 B35 45 20 0 A 00 8 o 4 B
WERBIIE. AR RAW264. 741 TRAP R [AdE, B R 2418, BEXBETHRERA
heEEE, RERIKTIAE. RANKL 5 RAW264. 7 I RIE R TRAP At RBK S HR B 4 IK,
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Osteoclastogenesis in RAW264. 7 cells induced by RANKL. X1AO Xinhua, ZHOU Houde, WANG
Yunlin, etal. Instituteof Endocrinology & Metabolism, the Second Xiangya Hospital of Central
South University, Changsha 410011, China

Abstract; Objective To observe the biologic characteristics of RAW264. 7 cell, monocyte/macro-
phage cell origined from mouse, and to study the characteristics of mature osteoclast induced by
RANKL from RAW264.7. Methods RAWZ264. 7 cells were treated with or without RANKL for 6
days, and the morphological change was observed after TRAP staining and by LCSM. Osteoclast phe-
notypic and functional genes were detected with semiquantitative RT-PCR when RAW264. 7 cells were
induced for 9 days. Osteoclastic absorption functions were evaluated by bone resorption pit formation
on osteoclast activity analysis platelet when RAW264. 7 cells were induced for 12 days. Results
RAW264. 7cells show TRAP-negative with monocyte or 2 nucleus, expressing osteoclast phenotypic
and functional genes without capability of absorbing bone tissue. RAW264. 7 cells could be induced to
mature multiple nucleus osteoclasts, The expression of cathepsin K, CAIl, integrin B 3 mRNA could
be up - regulated by RANKL. Conclusions RAW264. 7 cell could be used as a preferable preoste-
oclast model in respect of its osteoclast characteristic gene expression profile. RANKL could induce
RAW264. 7 cell to mature osteoclast.
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1.1 7l

B 41 ) DMEM 35325, TRAP J 65 &
M4 Mm% (FBS) WA Sigma A H, MREHY
sRANKL Wy B Peprotech 24 5], #ifgAN &M A
Promega 2] .
1.2 FE
1.2.1 HpE¥EH

INB R BR/E AR RAW264.7 (ATCC
B, TIB-71) A& 10%FBS X B4 DMEM 15 5%
BT 37C, s%CO, ¥, HHPEF 50U/ml FEER
M50 pg/mlEBR. BEAFANIRENEMNTA
FAEEFER L, EREE 3dR—K.
1.2.2 RAW264. 7 f)— i W) ¥ 451E

RAW264. 7 ARLL 1 X 10¢ /FLEERNF 6 114 7L
W, ESERTd, AEBMHEBHENEARKE
ARIE. AT, NEARERKME.
1.2.3 HAAREENE

RAW 264. 7 41jELL 1X10*/FLEER T 6 FLARL, 3%
FA WG 50 pg/ml, RANKL T%, 41M%E 3 d

¥l 1k, % 6 KX TRAP §:45 (sigma, 387-A), 4
MR A R L/ TN M P W[ 58 30 s, FELIZERR AS-BI
BREENEDHBER S TCHEE 1h, FBKES
K, RAEES 2 min, THRF_HEEH, DPX 3
REEWE TRAP A Z BB AR (=3 180,
B TR b SR Y sE v 5 41 MU 9 DNA &4, 8l
FAn et 2 RAW264. 7T IR BEF R 2K
BEMRES. ARy EIESRH RAW264. 7 41 Y
IR A, BOLRAERME (LSCM, BioRad 74
f) TMEZEREFARMES.
1.2.4 BREEEER

RAW 264. 7 jRLL I X 10 /AL BEM FERES
MR 4 RIS M il (OAAS) (%HE OCT 4
d), 50 pg/m # RANKL THEHK 12d /5, # L
%, PBSYE 2R, SURKEBRMBE 5 min, HEK
B2, HTERHRBENERNIEE .
1.2.5 RT-PCR

4% A 10, 30, 50 pg/ml ) RANKL F #
RAW264.7 H M 3& 3 9 d, A TRIZOL # # &
RNA, f RT-PCR & #] RANK. TRAP, MMP-
9. Cathepsin K & H H ) mRNA ik, Pl B actin
ERENTESIYFFIRNE L, PCREYH 1.2%
WheEHRIkEHE.

®1 PCRIIWRBKEE

E-3i) Em51% ESY BARE (O
TRAP 5-acacagtgatgctgtgtggcaactcd 5-ccagaggcttccacatatatgatgg-3 57
Cathepsine k 5-ctgaagatgctttcccatatgtggg-3 S5-gcaggcgttgttcttattecgage3 56
RANK S5-acctccagtcagcaagaagt-3 5-tcacagccctcagaatccac-3 57
MMP-9 5-cgagtggacgcgaccgtagttgg-3 5-caggcttagagccacgaccatacag-3 64
Bractin 5-gaagagctatgagcetgeetg-3 5-cacagagtacttgcgctcag-3 57
CAT S5-cttcaggacaatgcagtgce3 5-atccaggtcacacattccage-3 55
TRAF6 5-agcccacgaaagccagaagaa-3 5-cccttatggatttgatgatge-3 53
Integrin o v 5-gccagcccattgagtttgatt-3 5-gctaccaggaccaccgagaag-3 55
Integrin 83 S-ttaccccgtggacatctacta-3 5-agtcttccatccagggcaata-3 53
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50 pg/ml {f RANKL F 1 RAW264. 7 41 6 d
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MG, REMERAEAERE T H &SR &%
ER, 2. b, EFE5RAEEATAZHENR
AREAR, BEEEARAIEARETAR. £
AR, BT HRELRE HThEE k& HKKN T
Bh2LrAEEAAEEY, KPAYREans K
#HEA PU.1, M-CSF, ODF, ODAR. cfos Fl4f
Mg ¥ KappaB (NFx B); ELB &AM KM EH
A ofv 3. MEHFEEF (TNF) ZEMXET 6
(TRAF6), ODAR, ODF fI 40 i JE & # B cSrc;
5RBHARERKAXMWERSA ODF, ODAR,
CK. CAl. H" ATPB§f1 A tp6 i (RIEBEAM
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W RME. 1, 25 (OH),D, R PGE, %) =4
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B/EEARFENEEZE (EZK, REZK
BEEE) G4, RS WH RS/ ERAREZE
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e, EER, xR 4R LR E LR MR
AR, B RANKL #1 M-CSF f EBESHE S
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MWK REE M-CSF R 88 /B w4 i & /i & 4
MEREHR/BEERAMK. T A1 B AKAKE
filh, XS4 B %% RANKL, 7 5855 B 5 40 s
B E R NSk RANK 254, {3400 4 5
Mok, MEAET., RE/ERARSE THESA
M. A RENRNFTAR B, T RANKL 1

M-CSF o] B A R A/ B 40 PRl o s B 4 BB T R
Fp MCSF B9 8 A 5 40 i s 7 fu AL e | g,
BB 40 B 5 B A R SR SR TR A K B A
A4 3 BB 0~3d, & TRAP FH:MH =4 ;
4~ 6d, TRAP FH # i 3 8 41 % s 7 ~ 10d,
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FEPMMUM BB R S ARS . B RANKL M
M-CSF %5 RAW264. 7 410 ] 278 TRAPY 8%
MK, XFAFEFBOEEHMAR (OCLs) R&%
Hipmmmg, ETRHEHFARTEIMNDEHH
FY . M\ I T 40 A A o AL 4 B 43 b R AR B B B
FHREBEFARRAGREYSE . MMP9, TRAP,
VNR, CTR™, ®AIHR LM, RAW264. 7 AT
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EAZZEMAMYU. RIAOWFERE Hsu H— 3,
RAW264.7 By 38 5 14y L K & E M-CSF™®,
RANKL BIA] 485 RAW264. 7 40 B 2VA T 88 i B
FHIE. NTiRHA RAW264. 7 ARARE YL H
BB AR S, A R 88210 Er B M B R
S, RANKL #l% RAW264. 7 A5 #F 0 BEH
mRNA W &E (MHEERSEREAXRKWEERM ca-
thepsin K. CAII, integrin 83) BB A, #—%
FW RAW264. 7 41 & — Fh 857 M B B B4k 40 iR
B,
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