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Culture skill of RAW264. 7 and its application in osteoclastic differentiation
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Abstract: The RAW?264. 7 cell line was obtained from a tumor of BALB/c mouse induced by Abelson murine leukemia virus.
RAW264. 7 cell was broadly applied in medical sciences; it is the mostly adopted cell line in many leukemia-related research. It is
also commonly used in immunity and microbiology research. In addition, it is the murine source pre-osteoclast which could be
stimulated with cytokines and differentiate into mature osteoclasts in vitro, thus becoming an in vitro model applied in many skeletal
diseases. However, its cellular morphology and differentiation stage are variable and hard to handle and therefore brings some
difficulties to practical work. As to the methods of induction of RAW264. 7 cells to mature osteoclasts, researchers’ opinions are also
different. In this article, we explored the culture condition with combination of literature study, figured out the methods of
cryopreservation, recovery and subculture of RAW264. 7 cells, and stimulated it with the receptor activator for nuclear factor-«xB
ligand (RANKL). The aims of this article are to summarize experience of culturing RAW264.7 cell and its differentiation into
mature osteoclast, and to explore the related skills, thus providing reference to researchers.
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1.1 RAW264.7 ML SEE

REXEERX LR Y FFE (American type
culture collection, ATCC) BJ#i iR ,RAW264. 7 40 ji )
EEZRE, THRE . KEE, U ERKHHEHER
B.2al TREREE", FETREAR
RAW264. 7 i B E W 40, /5 1R 58 A B P IR A9
BN, EMREBE IR EESEEm, i,
HESZHABERAR. MESHTEMNAN,
RAW264. T MM BRELSERE  EX N AEH
M, EREEESKEHEMRAREE SLE
B, % P B B 40 SR AT SR, & B 2 Y R
WAER R R H MR RS — A5
'Y, RAT7E A RAW264. 7 40 8 3% 2 5 5 40 B it
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B iAy , RAW264. 7 41 8 69 B 8 “ B AE " TE S L 2
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1.2 RAW264. 7 40935 5k it

RAW264. 7 41}l i 35 3% 37 55 55— i W5 B 44 B 3F
KR, MBEFRFERENITC,CO, EER 5%,
ATCC #E #F By 35 £ 3£ & dulbecco s modified eagle
medium ( DMEM) 1 10% ) B4 4= It 7& (fetal bovine
serum, FBS), Ll £, XM P R EVAH T
RAW264. 7 M HERE o MEMD | L& B
RIS AR A DMEM™ ) DU E 3 RIS E, EE %
BT Ad. aXBIBP %A, H «-MEM
SRR, & B A UG BE R 2 B
BRAKK IR, M A DMEM 5 35 B o, 53X 0 3
SONBA I, {55 1E8ER DMEM A8 1 , FH B B R
DMEM 3% 57 () RAW264. 7 A IAEAL S REBEE AR, 40
BAKEEER, XAEEMH T HBEL DMEM ¥
FREAELHNEER HEH ELEEXFERY
B,ARMERREE S, BRBEEA A THRER
FE—AMIBEAR, EFTHROMNEE, B,
&% DMEM, FBS ¥k E 5 10% /E b RAW264. 7
MM IT TR,
1.3 RAW264.7 EHRAER

*F RAW264. 7 4 jI 1L 7 8, ATCC 32
ARSI T, R 0.25% HEEREL B RAS
WER AT . R 0.25% BERE W LAt
BB WS R RAW264. 7 40 il B 82 82, (AL AE
37% HEH 2 ~3 min, REGWFEHARBELT R, T
WIAH K AR E],5 ~ 10 min W 5 35 B A8 7
R, SR, HREERRIEE, 55 Hk
oL AR A KSR, R ATCC HEMN A
B D #TEAR ARERKREHKERE, &
FROERBREABHR, RINELHREFRP LA,
HEE TS BREE RV BRER G, MERAEES
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HHRSE, ERLTRERAR, Bt , #HERAE
WE B R AT HE AT RAW264. 7 4R F5 48, B 40
RBEREER, EFLIEFRE, H PBS iR F K,
FAEYE R E R R, 5 A RITRR, BP
AHARKIT TR, BLORERMT4HIER. o
M/ 2 h BPRT L 40 B G BE

BT RAW264. 7 4l A K B E B R, LR K E
ER1I-2dBH I K, FEFBETIAREEZE 60%
~70% AR BIHER AR BT R 1:3 ~1:6, &
ERERAA AREKEEIR AROES X4
b MK RN AN,
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EERTEANIR, EMNESHZER, ER4HMH
534t

2 RAW264.7 AifR7ZE{RSMEFH B ARt
& K A

2.1 WEHMEKRE
WEARREREARRENENSERETHANR,
B R — b i W B 3R T B AR B AT 4 e o 4k T
RMAHEASHRENERERER , FHFH
MEFXREEAREN R LR E AR E



hEGRANLEE 20164610 AE 22 %5 108 Chin J Osteopores, October 2016, Vol 22, No. 10 1357

7% %1 % B F (macrophage colony stimulating factor ,
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( matrix metalloproteinase-9, MMP-9) 4 78 A1 & A& 1t
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K% 4% & 52 1k ( calcitonin receptor, CTR) 2" [ it %
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RAW264.7 IR SHBEARBEHEREE T+
ML B BRI, & Xt RANKL # F 8 5 5 8
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A XA R E T 20 A RAW264. 7 4 H K
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RAW264. 7 iR B F IR E &AM, HE
A6 B AKLE 10° ~ 10°/em® Z 7™, WFEERF
EERERE MEE B S x10°/cm®, 1 x 10*/em’,
2.5 x10*/cm® 15 x10*/cm® 4 YR B/ E 96 1,
W HhnA 50ng/mL ) RANKL, 353 5 X, fi)5 5
BILPHBRBARBEREE, #THHH 0. &
REW, A 1 FTR, 4B BE I E B K
BRI (5 RIREREE S x10°/
em’ LA GIHFEER, P<0.05) B2 Y%
BT 2.5x10em’ 25, AN BEETHREEE
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P>0.05), B fEZEIAN,7E 2.5 x10"/cm”® XA

WE B RAW264. 7 410, A BI KRR BT
3.3 RANKL W%
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