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BE  AARET @A ARG IEE G Bt tE, KA 025% & a#f0.2% 1 A
Bk o BAACE EmL T 698 mie, PriRRE mit, StiTmieF s TAYFEE, &
EAUIE B BRER AR BE 4 €42 HE 4 &, FF R /A RT-PCR R A 7 kA M [E45 4 k. AR B G BEK
Fasf B AL E F ARG RIA, EF EIF MR E T A 79.7%, BHRE MRk R 4E4E, T
A F AT A FHE, RBAITE MICFHRT OB mIkR.
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B 440 M 2 P 3 IO T4 P AT R, T
o, AN MR G R E R IR 4, TEI
fie )1, HECREUD. BRI A R BT P
PRI IA F: - EWR A B AR 7% ) R 7 (M-CSF)
FOTE B 41 B 43 {L IRl F (receptor activator of necrosis
factor kB ligand, RANKL). S Vi 15 41 i & A 40 55
LK PO A BR BR M 1% BR ¥ (tartrate-resistant acid
phosphatase, TRAP)®!, BT g 11 (carbonic anhy-
drase II, CAID', BLIEHHIE S H % & (vitronectin
receptor, VNR)!!, [#%5 2 524k (calcitonin receptor,
CTR)'SVMIE 52 74 Y B 2 BRI c-Src” s 25 Liw
R TR B SABRE], TR, WEHE,
R AR A R B0, AR, IR SRR
77 iRk T IX e 8, 1 58 AE Re S AR )
J& AU SR BB A L, B ER O [, R,
HER T RSN, R HoAth A 8 i v 4 M i1k 3
fFAAE e P b PRk, JRA HAhdn . vtz
o JIANI TR TR AN B T E A R A
RRM LA, WHCOE RN, XN
M. B, B 9. BEAEHES R, 3t
[R]85 7% R GE ) A R W AR 1 LAAE: 0 1 0 S 0 4 P i
Fro XA Ak, Bk A0 M B A R ok YR 2 4D
Yoo PTARRBCE A MO VEPEIR R, S R IE T 4 B PR
AEPE L R0,
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1.1 {XEFFNzEHt

Nikon300 %Y B &) #3145 & %745 (Nikon 2 A]);
AN AT WA Y6 . Gene Amp2400 PCR 474
X (Perkin Elmer A &]); 40 M55 780 M 5% 788 (Nunc 23
Al) o
1.2 FEiKF

T4 o-MEM K5 375 . TR AR SR Bl XY H Sigma
Ad]l; BEEAR -EDTA. KR LER(DEPC).
Trizol. A4 MiE(FBS)M B Gibeo 2 7]; Wik sgik
# & H Promega A +l; Taq B 3 _LilgE TAY
TREAMRAE; P&kt LT Ay TR AR
A7]; GeneRuler™ 100DNA Ladder %y B _I-#§4: T
AV TREAMR A . 40 M ACP G4 Al e i 7 & W
H AR HAYIH AR AT . 250 AS-BI B EH H
Sigma A7,
1.3 BEHMEELA DS MAERIAL

BURASE T 51 o-MEM 5359 10%FBS
50 pg/ml FUAMAER. 1000 U/ml HE . 1000 pg/
ml §F F)M 50 ml B.LOET, 78RS L, Ul
A E THFRIM A, S 08 4 Mo N &
10%FBS ] o-MEM, #2525 cm? #5580 #1980
MBI 2 mm® K/MIRERL, A 0.2%1 BY 2 5 A
T37 C, 5% CO, #3420 min, 1 X PBS
YL, 200 g B0 5 min Ja A LW, Wtk ik
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PE3 K, MIAFE 10%FBS ff] o-MEM, #¥#% 25 cm?
. LRPARFFMT 37 C. 5% CO, ¥k
FTREEFE 1~2 h )G, FEEFRML 1 X PBSIEBE3 K,
AN 0.25% EEAK -EDTA FTHFEHFTIHMLS
min, 1 X PBSI5¥E 10K, ZR{RAMA 0.2%1 UL
R B T34 94k 5 min, 1 X PBS ¥k, 200 g
B0 5 min 53 FIEW, Wb REHEE3 K, A
% 10%FBS ] o-MEM, R[5 244k (¢85 & 40 2
WAL RSB R IR SR & 24 FLIE FE(FIE A 0.9 cm
X 0.9 cm FHE )M 25 cm? IR, FREFRM
. HTHMRESMIEEEE.
1.4 HBMEMRINEELTE

(P A R R R RS B f0.(TRAP e (0): %
SCHR[ 141771 (2)HE B 10 . (3) 40 PUARFAE 11 5 K 3
ik: N Trizol JWRFIT M4 ML, #i3E 5 RNA,
HY 2 pg & RNA £ cDNA, HX 1 pl cDNA #HT RT-
PCR ¥ 14 CTR. B & 4 M 53 (LR 2 {4 (receptor
activator of necrosis factor kB, RANK)AI4 X & (4 B
K(cathepsin K, CK) fIKIE, KMNEAEF 20 ul, 5]
YIFH RN 4 W' 1. 3B I7E 1.2% TR gk
B YK, WAk e g BRI,

2 HFR
2.1 HEBHRES

AT WL 25 B L B — S [ T K W 2 A% AN
L, 2 B G BE S R R T S B T, O R A
JE. B 1~2 h AR AR RAERN, i
B, BHRES®R%, RIWAZEE: BR. HEE
LB, 2. RHEEEAAASMNES, bEE
B SR I o) S K AN BT AR AR K, 0 iR T AN T3
(B 1a, B 1b), A8 40 i T A4F1E .
2.2 TRAP #&

Wi F 40 M4 TRAP R0 )5, B KET A
B, SRR G, REBEEE A 2). 7TERAE
BB TAEIE 10 ME, THERME AR, 4

BEAN(79.7 = 5.24)%, LS EATT 5 35 RO 40 M 2t
B, RNidE— SR R T EA.
2.3 HE %6

Wiz AWE. 24, MEANTHEEE?3)
2.4 RT-PCR R

ME CTR. RANK. CK #HFFEE(H4)

3 g

H Chamber %502 MGHT A= 040 7k P RLTH HL 43 34 HY
BEAMS, MacDonald 2505 A )-8 8 78 #a 1k
Bl F(FEEZ 1,25-(OH),DHER T, HFRHaE
MOFFAIAE . Tezuka FUIMNFI AR T8 4r & IBE
o0 R VI AR B, AN M AR R 1 AR LB
50, AHE R AT TS B AR > . X g
— RN, WHEEARAEERE, WERZRT
AReW R K.

BAE S EFE, WSS B 40 i JC RS B g
73, B MR B A RGR S EE B R T, HA
WAL, ARSI ZZ. 220, 22,
Z ARG E MM VR . % B A ) B R
Frit TRAP B4, HTHCE 4R & & TRAP,
ZREWHMMEEE, WETE RO, HEZa
Hi# ik CTR. RANK. CK, [Rt5e4 B & H 4
MEIHRFIE, X — st 8] Lau Z09IFsE. M E
AR D BB E AR ER L, I E
B TR, R T NSy SR
90 3 2D B R 65

B AR R ik — BRSO B i vk B
— AR, A O T A R 75 SRR R 2 K
LRGN, HBAR L3 2 = R 40 i i 4
ERARUS, MM R E AR K. B, L, S0
PAK CTRUDTER & AU M LR KA, HaTsemt el
AORE B A0 M, ORI 5% o A B A B P i P o B

THM T shweica A, HarE W ST R
R B 40 BRAEAG KBA LU =R vk (1) S alipLbl

%1 CTR. RANK. CKEE3|#F5|% RT-PCR [ &4

RN EE L] B K Mg W T IR P
'—3) C) (mmol/L) ) (bp)
CTR 47 X: GCAATGCTTTCACTCCTGAGAAAC 58 1.8 30 363
2 X: CAGTAAACACAGCCACGACAATGAG
RANK 17 X: CCTACGCACAAGGCGAAGATGC 62 1.5 30 702
5 X: CTGAGACCACGATGATGTCGCC
CK # X: CTCAAGGTTCTGCTGCTA 53 1.3 30 381

& X: GACAGGAGTAACATATCC
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A Simplified Method for Purifiing Osteoclasts from Human
Giant Cell Tumor of Bone

Yun-Lin Wang*, Xiao-Qin Liu, Qin Xia, Yu-Hong Guan
(Department of Gerontism, Tongji Hospital, Tongji Medical College, Huazhong University of
Science and Technology, Wuhan 430030, China )

Abstract We have developed a new method that allows the purification of large numbers of authentic
osteoclasts (OCs). The OCs were isolated from tissue of human giant cell tumor of bone by 0.25% trypsin and 0.2%
type I collagenase. We characterized OCs in terms of the expression of different phenotypic markers of OCs. the
phenotypic markers of OC include Tartrate-resistant acid phosphatase staining (TRAP), the expression of calcitonin
receptor (CTR), cathepsin K and receptor activator of necrosis factor k<B (RANK) mRNA were examined by RT-
PCR. The OCs cell purified by above method, the purity is about 79.7%. They showed the normal osteoclast
phenotypes markers of OC. The method provided a system for performing biochemical and molecular studies of
OCs. The study indicated that the method of purifying the osteoclasts from human giant cell tumor of bone cell
could be used for research of bone metabolism.
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