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Fig.1 Acquisition of cerebral microvascular segments in rats and observation of BMECs germination
A: short stick-shaped brain microvascular segment containing impurities such as myelin sheath obtained through sieve; B C: Pure brain microvascu—
lar segment obtained by cotton ball siphon treatment; D - F: 48 hours later short spindle-shaped cells emerged around the vascular segment and grew like

centipede buds.
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Fig.2 Formation and mutual fusion of island like BMECs colonies

1 mm

A - C: After 72 hours cell colonies with islandike or clusterdike distribution centered around vessel segments were formed; D —F: After 96 hours

the cell colonies expanded and gradually merged into sheets the cells covered the bottom of the bottle exhibiting a typical singledayer pebbledike mo—

saic arrangement.

BMECs VI

Fig.3 Primary rat BMECs VII factorrelated antigen expression and detection

A B: Immunocytochemical staining for VIl factor—related antigen at different magnifications showed that the cytoplasm of cells was stained brown-red

indicating positive expression; C: The nucleus was stained blue-black with hematoxylin.
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Extraction and identification of primary rat brain microvascular

endothelial cells by improved tissue block culture method
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Abstract Objective To investigate the brain microvascular tissue block culture method for extracting primary rat
brain microvascular endothelial cells and identify its effect. Methods Brain tissue from 4-week-old Sprague Daw—
ley rats was screened pre-digested and solidified to obtain brain microvascular segments. These segments were
subsequently placed in a CO, incubator for primary culture. The target cells were identified by cell morphology and
immunocytochemical staining for factor Vllwrelated antigen. Results After a 48-hour culture period in vitro the
short spindle cells crawled out from around the brain microvascular segments. After 72 hours islandike cell cul-
sters formed. After 96 hours the clusters fused and the cells formed a typical monolayer cobble stonedike and
mosaic arrangement. Factor Vll<elated antigen immunocytochemical staining showed that the cytoplasm of the cells
appeared brown-red indicating positive expression; DAB stained the nucleus showing blue-dark. Conclusion
The brain microvascular tissue block culture method can isolate and culture primary rat brain microvascular endo—
thelial cells.
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