A 2014 4F 10 H 2527 455 10 8 China J Orthop Trauma, Oct.2014, Vol.27,No.10

- SR -

NIBEE SR B WUALE N B o B 3557 i

BEE aRE S L, K
(1. H AP EREE AR, Ab T 100029; 2.3 5T WhRIE 24 BaffF o A= B, At 5T
2P RT, AL 100029)

100730; 3.7 H A BE Bl IR 2

[HEE] B8R RARET AT MLET AR @m0y B35 %k, HiE.2013 %10 A 22014 % 1 A 154147
MEFTERBEFZF IR ARERTIRE K, T 26, % 134,58 3892 % 35712 %, REEHTHRE LA
AR B PR R NS AR R B A B AR B Sk B e £ R WA R AR AR ok sk am e 4B
BRI s b R vWF CD31 %08 3 AT i 2 5 R B I2 3R 24 h 548 B 245 T ILER an ik

ThEBEFHLZEME FRAKRMAY ) BRASdEBEIERTY SATBR BN LR, BRTI-10d @tk

e

FE RS ZHORIK AR RI A R vWF . CD31 9% 5 B4l FabE & 100%, & FA a4 F i dn 8 N B a e, 45
B ARE KB B R R eI B 3 Ay ik R AR A A TR AN T AR LR S 0 IR Sk B M E A

&
[E4iA) Bk, mhd;, Ak,
DOI.; 10.3969/j.issn.1003-0034.2014.10.011

]

mAR R miey E

e

A method for isolated culture of bone microvascular endothelial cells of human femoral head LU Yu-feng,YU Qing-
sheng, GUO Wan-shou™ ,CHENG Li-ming,and ZHANG Yun. *Depariment of Bone and Joint Surgery , China-Japan Friendship
Hospital , Beijjing 100029, China; Graduate School of Peking Union Medical College , Beijing 100730, China
ABSTRACT Objcetive: To investigate the method of separation of culture of bone microvascular endothelial cells (BMECs )
of human femoral head in vitro. Methods : From October 2013 to January 2014 ,15 femoral heads without pathologic change
from patients resected during hip replacement were selected involving 2 males and 13 females with a mean age of 71.2 years
old ranging from 38 to 92. Cancellous bone in femoral head was bited into broken bone grain and transfered into medium in
aseptic contidion. Cells were isolated by the methods of enzymic digestion and density gradient centrifugation, purified by dif-
feriential attachment. The characteristics of cells was observed by inverted microscope. vWF and CD31 immunofluorescence
analysis was applied for identification of cells. Results : The number of cells was positively correlated with patients” age after 24
hours in primary culture. The older patients had the less cells numbered. After 4 to 5 days” culture , primary cells appeared short
spindle, polygon shaped and cobblestone-like morphology. After 7 to 10 days” culture, primary cells proliferated densely,be-
came fusion,arranged in swirl,and contact inhibition appeared significantly. Immunofluorescence staining revealed the cells
were 100% positive for vWF and CD31,and it showed that the cultured cells were BMECs. Conclusion:It was a simple,
steady , effective method with good reproducibility , by which highly purified human BMECs can be obtained.
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Fig.1 Cancellous bone in the femoral head from a 62-year-old woman with fracture of the right femoral neck after hemiarthroplasty of the hip 1a. Can-
cellous bone in the femoral head was bited into broken bone grain under sterile condition 1b. BMECs grew at a partly fusion and showed cobblestone or
slabstone morphology after 7 days in primary culture (magnificationx100) 1c. BMECs on the 3rd passage demonstrated spindle, polygon and dendritic-
shaped appearance (magnificationx100) 1d. The cell nucleus were positive in staining with Hoechst33342 (Hoechstx200) 1e. The immunohistochem-
ical staining was positive by von Willebrand factor (vWF) in BMECs (vWF-FITCx200)

1g. The cell nucleus was positive in staining by Hoechst33342. (Hoechstx200)

1f. The immunohistochemical staining was negative by homo-
1h. The im-
munohistochemical staining was positive by CD31 antibody in BMECs (CD31-FITCx200) 1i. The immunohistochemical staining was negative by homo-

typic antibody as primary antibody (Isotype—FITCx200)

typic antibody as primary antibody (Isotype—FITCx200)
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