FEBREMNAEE 20115 AR 17H#%E 58  Chin J Osteoporos, May 2011, Vol 17, No.5
378 Published online www. wanfangdate. com. cn  doi:10.3969/j. issn. 1006-7108.2011.05.002

- = -

M-CSF #1 RANKL &4} 5 55 38 /N BROBE B &
o A K H B MR S T BE Y B AR AR

IBF ABBM FHARE Zalr

RESES: RIS THARIAM: A XEHS: 1006-7108(2011)05-0378-04

BE:. B8 B4 KREXR A F (Macrophage colony-stimulating factor, M-CSF) #i# H F «B %
{& B 3h 77 B & (Ligand of receptor activator of NF-kB, RANKL) X &k SMESR /DR B H T HR L H
BRAK FNEERUIEHTHASUE, FE 2E/PRNEEREEETHM, X M-CSF #1
RANKL S5 B EHA RBBERBALREN EESEROE 36,9 XAFM AR TRE
A P B 4 9% G B ( The tartrate-resistant acid phosphatase TRAP) 3t & , M B AR S aER , HitE
REHAREE RS BEASTERREENRE., AR HIEFIJEHAS TRAP(+)F
R AR, T R BRI IR 6 d JERT WL TRAP( + ) AIIEIE S5 3 d B3 &, AU
BAE FERERIIFHASHER TRAP( +) H, MRZEXF 3 ML, HEMEBTERY
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Dynamic observation of the culture and bone resorption function of osteoclast-like cells induced by
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Abstract: Objective Mouse bone marrow stem cells were induced to osteoclasts using both macrophage
colony-stimulating factor( M-CSF ) and receptor activator of NF-xB ligand ( RANKL) in vitro. The bone
absorption function was observed dynamicly. Methods Bone marrow stem cells obtained from mouse
extremities were isolated and cultured with M-CSF and RANKL. The coverslips and bone slices were put in
the cultures. The tartrate-resistant acid phosphatase ( TRAP) staining was performed to observe cell
morphology and staining. The absorption lacuna in bone slices were observed meanwhile. Results TRAP-
positive cells with light stained mononucleus or double nucleus appeared after a 3-day culture. TRAP-
positide cells became more after 6-day culturing than after 3-day culturing, and the cells were mainly double
nucleated. TRAP-positive multinuclear cells appeared after 9-day cuturing, and the cells had more than
three nuclei. The absorption lacuna in bone slices were not found after 3-day and 6-day culturing. The blue
to purple absorption lacuna appeared with different shape afer a 9-day culturing. Conclusion Utilizing M-
CSF and RANKL to induce bone marrow stem cells to osteoclasts was an effective culture method. The
osteoclast-like cells were found to have bone resorption fuction after a 9-day induced culturing in this
experiment.
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BETFHAR(HFEK 1000 U/ml, FEEK 1000 mg/
L) 30 min, 3 X,

1.2

L.2.1 AHMTHHRESEABREFRAK. 2%
Karen Fu]lermﬁ'{]%#ﬁﬁi.m 5~8 % ICR /MR,
PLBALIE,75% ENEIE T, EE &M T Tk L4 5
/NRUI P BB , 76 D-HANKS i o 4 - #f K 3 i 4K
HAEBTH, HH M FEEHEAZEH-ATM
8, R ARERA 21 SEHE LR
T, LAZEAG B 40 M B . A5 3K48 A B4 A A M199
(& 10%FBS) ERMK, MEHMEEH 3 x10°
A/ml, 7E & H Sng/mIM-CSF #Y 1% 3% I v 1% 3% 24h,
AT 8 S s B A i, BPAS D BB BT 40K, R s A
FEBE 10°/ml, A0 A A 3 B8 4 BB B I 9 24 AL
F% B 3% 3%, [ B in A M-CSF 10ng/ml B RANKL
100ng/ml, %3 KFEREGW,EFH3,6,9d FHH

¥ 6 hr S8 A AT B 4 RARR 1 9% R A ( TRAP) 3
o, WAL AN 25 K TRAP e A5 0, 0 Ho B it
HARBE, ARSI 3.6,9 dB, 5 HIHL
FERTRERERG, B WETEF LAOBR
WA B, A3 A [0 B 39 i T 1 A 4 R % % o o i
1.2.2 Hii G MM A AT (TRAP) R
B H,2.5% % Z®h 4°C B E 7 min, 187Kk 3
o B 0.125ml B2 H M4 GBC FFK A 0. 125ml
TE R AR EL 3 3, B2 IR 57 30 s, i 1k 2min, W %
Bi#AE 11. 25ml =78k, 5% — 26 148 9 1R & Wi
AL B W N A F 5 8 . 0. 125ml 258y AS-BI
PR EE 7 W, 0. Sml YRR W, 0. 25m] i A R o
FlRRaR, HEEFRARGCEFS,IICET 1
ho =78k Mk 3 8, BT W,

1.2.3  Emc kg8 e G IEE 46 B B F U 2. 5%
I 4°C [ % Tmin, #£ 0. 25mol/L H & LB 1L
50kz # A WU Smin, RIVER B A, A ARKT,1%
2 B S IR 6 Smin, ZE 18 7K oh ik IS 20 B8 A BB
RETLHETRE, LLRFER EREEEOEL,

2 #R

2.1 HUiAMRMYEBERR A (TRAP) 3 (2 5

M-CSF,RANKL B &% S B8 T A M EE 3% 36,
9dJE¥amE UL AT TRAP e 60, #REH 3 d
Je A LA B 7 R 0N R A, ML A T R B
FX, HHENE 7SO 6 REBR, i % TRAP 3§
@0+ ) R, AT R R, #EFHEFHRG
d JE AT WAH TRAP 268 ( + ) B REAA A, st i 4
MEBLUNENE. HRERIJHAZRER
TRAP 3¢5 ( + ) BB H40 M, 40U BE5F 3.6 REAR
WK MM RB 3 AU E(E1~3),

o o g’a I
. 2 % T
1 R : "
P ’ e
3 P
v - ; o

M1 M-CSF,RANKL BAiESERI dféﬂ'.ﬂ?.ﬁ .
TRAP( + ) TR 0 40 B, 57 O ¢ 2 () 8 4 0 UK (400 x )



380 PEAS#ERRE 2001 55 A% 17885 #  Chin J Osteop

. May 2011,Vol 17, No.5
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