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Establishment of co-culture system of mouse endothelial progenitor cells and
RAW264.7 cells

Fu Shenglong, Pang Hao, Wu Xuehui, Xu Jianzhong ( Center of Orthopedics, Southwest Hospital, Third Military Medical University,
Chongqing, 400038, China)

[ Abstract | Objective To establish a co-culture system containing mouse endothelial progenitor cells
(EPCs) and mouse osteoclast precursor RAW264. 7. Methods
(EPCs) and RAW264.7 cells in Transwell chamber served as the experimental group, and the equivalent cells

Co-cultured endothelial progenitor cells

nutrient solution but without EPCs cells served as control group. Cell Counting Kit-8 was used to measure cell
proliferation. Absorption values were detected to depicter cellular growth curve. Reverse transcript PCR was
applied to detect VEGFR-2 and CXCR4 expression at mRNA level. TRAP staining was used to detect osteoclast
activity. Results Co-culture system of mouse endothelial progenitor cells (EPCs) and RAW264. 7 cells in
Transwell chamber facilitated RAW264.7 cells growth. In comparison with the growth of RAW264.7 cells in
control group, the cell growth in co-culturing system was significantly increased after culture for 3, 5 and 7 d
(P<0.01). Co-culture also increased the expression of vWF and VEGFR-2 and the activity of osteoclast.
Conclusion In our co-culture system of EPCs and RAW264. 7 cells, EPCs facilitate the proliferation and
differentiation of RAW264.7 cells.

[ Key words | mouse endothelial progenitor cells; RAW264.7; co-culture
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N4 5-TAAAGACCTCTATGCCAACACAGT-3' . 7 i 4% f4:94 °C,
3 min;94 °C, 30 ;62 °C, 30 ;72 °C, 1 min,30 MEF;72 C,
5 min, e/, % PCR =44 TR o
1.7 %it55#

BABLL & 25 3275, SR SPSS 17. 0 Goit- S, 4 181 B4 L
BRI FEA « K%

2 HR

2.1 EPCs #93E5rb %%
B4 6 K EPCs 4l 55 FITC-UEA-1 &5 /R R 655
(FE 1A) , [FAF 75 Dil-acLDL @/R40 56 (E 1B) ARG N
B G N E BTN (T 1C) o
2.2 4RIMEEA3E ARk R P EPCs 3 RAW264. 7 Zm fi,
38 78 09 %5 v
2 FhAN LRGSR, 4 BRI EPCs X RAW264. 7 4 Jif 3
B (1 2) . RAW264. 7 4075 Bl B 32 0 00 1, 1.3,
5.7 d JE 4G N, i EPCs Al RAW264. 7 4l i3t 3% 576
TG & RIS R R 3 d J5 RAW264. 7 41 i 4 2 b 5%
Fr AN AR E R BAT B 25 5 (P <0.01)
2.3 4RIFFELIEFAKk % F EPCs &F RAW264. 7 20 it
R A DR A0
TRAP Yot 2 — iR S i e €6 325 FH - 26 01 A0 M 1
Ak, FEEEFEE T d i, RAW 264. 7 GRS 0% B 40 Ak i
¥, TRAP BHEAII N Z A% 400 (B =3 4) |, A0 AU
2 B2 AR, 2 RS AN SR s mT L P A AR (R 3)



35 B2 W
2013 4F 1 30 H

¥O= K BE R ¥ ¥ OMR
J Third Mil Med Univ

Vol. 35, No. 2
Jan. 30 2013 121

A:EPCs fmfie 55 FITC-UEA-1 %5 4-;B: B & A & Dil-acLDL;C: £ 4K

1 SZEWKNLEE EPCs

251 —e— 3tz

D(450)

A e (e/d )
a:P<0.01, %5 s B 20 bz
B2 EPCs #1 RAW264.7 45535 3¢ RAW264. 7 41 1 58 B4 20

El3 EPCs #1 RAW264.7 B iL3%35 /5 TRAP W ( x400)

2.4 EPCs #F RAW264.7 #zmf2, VEGFR-2 ,CXCR4 %%
% v
FIET 4 A UL Bl 25 36 % 3% i ) () 42 K, VEGFR-2 il CXCR4
RIS A WG,

1 2 3 4 5

L aFmBm;2 ~5. %354 135.7d
E4 EPCs 71 RAW264.7 133t RAW264.7 ZAf VEGFR-2
CXCR4 mRNA i i 840

(B EREZMAEL x200)

3 i

T 200 e A A A B R B i B R
PR R R 2 E AN B A R R T
AR EL R M FR | 15 2 8 A BTG A R R M 1 R il RN 2
ZUEANE K S E A EEnE, EaRkE. 85
TG B AR S T T 0 T R R A SR . AR
K, Bt R R A e A VR P LR R AT ST, R B
KT kB 3Z K05 W BE AR (receptor activator of nuclear
kappa B ligand, RANKL) 466 65 5 51 3 (41 4
AT R R 2 T LA S A 4
1) B PR - RANKL 1S W 41 i 5 7% 0% X -7 M-CSF
(macrophage colony-stimulating factor, M-CSF), R £
WFSETT b A4 5 o 200 L 8 200 5 v B s ML B TR 15
REFR A 2 IR TR T 0B AR A Ak, 2R
WA o (B R R R I R A AR AR 2
AL BT R B BT AR A ) S [R] A 0 T 4
AR D HUZEKRAN AL S AAE T s b TR A Y A
PCSAERT, B A 2 R O s 73 40, B A & A
HoAb A0 R 53, ANIE A B R R QeI

RAW264. 7 Zi i 2 /I FUUG P B0 15 200 G i 4k 200 g
K H Abelson /]N B I 95 25 I B0 iR, AU A
AP R B B, BT LAFS 5 001k A 3 i 4
J" . Huber Z"") ] RANKL Fil M-CSF 55 RAW264.7
A, 55 S KRN AT 1 3 TRAP B 40 B 1 1% 22 4% 40
IXFP T 125 AR R B R AR RS, 4l R B R s
S AR S I RE R B SRR AL T AR . R
B 73 A6 75 22 RANKL #1 M-CSF 2k [m14E ], 1
27 @A B B LT RANKL RIVAE 52 BB 15 40 M /4 43
A B S i M-CSF 7R 5 7,
RANKL #R 75 T L2001 8 75 400 731k . EPCs 2 1L
PN B A L A A G L, 7 A B s B R R R, AT



35 B2 M ¥O= K BE R ¥ ¥ OMR
J Third Mil Med Univ

122 2013 4E 1 J1 30 H

Vol. 35, No. 2
Jan. 30 2013

MNEBES) 5B SM A 12 5 8000 0 B2 . EPCs
i 119 68 5 Ty A MR A L 40 it 3 T 26 R AR i VEGFR-
2.CD34 4R %0 o (A Z0 MR bR R AN BIRf , R
DIRe e AT S e R E 2, G B YL 1E
JEFI EPCs REREA 1 AcLDL X fHEZ5 A UEA fUFEME,
TESE T 35 % 1 4H i K 43 J2 1F 7€ 43 4k 9 EPCs,,
EPCs 780 I MU 2955 1 JE) I 4505 I Jed 1 45 T g
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