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Cultivation and Identification of Primary Microglia*
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ABSTRACT Objective: To find a method to get the primary microglia with high purity and examine the expression of Notch

signal-associated molecules in microglia. Methods: Fetal mice cerebral cortex were used to isolate microglia by repetitively mechanical
shaking. The purity of isolated cells was identified by expression of CD11b and MHCII using flow cytometry. The expression of Notch
signal-associated molecules was examined by qPCR and gel electrophoresis. Results: 1.1x10° microglial cells with high purity (97.77%)

could be steadily produced from 5 fetal mice by repetitively mechanical shaking and the Notch signal-associated molecules were

examined in microglia. Conclusions: Primary microglia with high production and purity can be obtained by repetitively mechanical

shaking from fetal mice cerebral cortex, and the Notch signaling pathway is expressed in microglia.
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1.1.1 SPF  BALB/c 18~20d
1.1.2 DMEM/F12
GIBCO BRL L- PLL Sigma
CDI11b PE N MHCII APC BD Pharmingen

Trizol Reagent Invitrogen kit . SYBR Pre-
mix EX Taq Takara

1.1.3 FACSCalibur BD
PCR system ABI

1.1.4 Real-time PCR B-actin: sense primer 5’ -CATCCGT-

AAAGACCTCTATGCCAAC-3’, anti-sense primer 5’ -ATGGA-

GCCACCGATCCACA-3’; Notchl: sense primer 5’ -TGCCAG
GACCGTGACAACTC-3’, anti-sense primer 5’-CACAGGCAC-
ATTCGTAGCCATC-3"; Notch2: sense primer 5’-ACGCCACC-

TGCCTGGATAAG-3’, anti-sense primer 5’ -CACACT GCCCG-
TTGTTCACAC-3’; Notch3: sense primer 5’-CTCCAGCCTGC-

PRISM 7500 real-time

, Email: huahan@fmmu.edu.cn
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CTCTATGACAAC-3’, anti-sense primer 5’ -CACAACGGCCA -
TCTGCAAAG-3’; DII-1: sense primer 5’-GACACCA AGTAC- (1),
CAGTCGGTGTATG-3’, anti-sense primer 5’ -AACCTGGTTCT- CDIlb  MHCII
CAGCAGCAGTC-3’; Jagl: sense primer 5’ - AAAGGCTTCAC-  CDI11b'MHCIT"
CGGCACCTAC-3’, anti-sense primer 5’ -CTCCCAG CCGTCA -  97.77% ( 2),
CTACAGATACA-3’; Hesl: sense primer 5’ -A AAGACGGCCT-
CTGAGCAC-3’, anti-sense primer 5’ - GGTGCTTCACAGTCA -
TTTCCA-3’; Hes5: sense primer 5’ -C TGGAGAT GGCCGTCA-
GCTA-3’, anti-sense primer 5’ -G TAGTCCTGGTGCAGGCTC -
TTG-3’.
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2 300l 2.2 Notch
Cellquest 5 qPCR
12.4 Notch 1 3 Notch Notchl Notch2 Notch
Trizol RNA DIl-1 . Jaggedl Hes1 Hes5 o
RNA cDNA SYBR
Premix EX Taq ABI PRISM 7500 PCR
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2
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5 3 Notch
1.1x10° - 30min~1h Fig.3 The expression of Notch signal-associated molecules in microglia
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