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ABSTRACT Objective: To investigate the method for culturing cortical neurons from neonatal SD rats. Methods: The cerebral cor-
tex of 24-hour-old SD rats were isolated and centrifuged before trypsin digestion. The cell suspension obtained after trypsin digestion was
planted into L-polylysine coated culture dish or confocal dish. The primary culture of neurons was carried out in a culture medium con-
tained B27 and Neurobasal-A. The growth of cultured cells was checked under inverted microscope. Immunofluorescence histochemistry
was used to identify the purity of neurons by using microtubule-associated protein 2 (MAP-2) as a marker of neurons. The changes of in-
tracellular calcium signal after electrical stimulation was observed in Fluo4-AM loaded primary neurons to verify the physiological state
of neurons. Results: The neurons cultured with this method were closely adherent, evenly dispersed and in good condition. The neurites
of the neurons were interconnected to form a network. MAP-2 immunofluorescence histochemistry showed that the purity of neurons was
more than 95%. The stimulation-induced intracellular calcium signal indicated that the cultured neurons had good biological function.
Conclusions: This method can make primary cultured cortical neurons of SD rats with high purity and good biological function.
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Fig.1 Morphological changes of primary cortical neurons(20x 10): A 24 h cortical neurons; B 4 d cortical neurons; C 7 d cortical neurons
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Fig.2 THC staining of MAP-2 in primary cortical neuronsl
A MAP-2; B Hoechst33258; C Merge

2.3 §54# Fluod-AM ENGHIRERIEFHIREEWHEZTHE
o]

B E YLk Fluod-AM A G, 7R3 L IR WA ]
LI S8 S AR Z MR AR & e a5 6 (1 3) . AR
AR 25 AR, A TR DR, L RENS WA 20 HEAI I A v

10 um
3 Fluod-AM ZHER 155 K A TR SEHRIOLEE
Fig.3 The morphological and fluorescence intensity of primary cortical

neurons after loaded with Fluo4-AM
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Fig.4 The image of fluorescence intensity of primary cortical neurons after electrical stimulation

A The fluorescence intensity beforeelectrical stimulation; B The increasing of fluorescence intensity indicated the increasing of calcium ion signal

afterelectrical stimulation; C The decreasing of fluorescence intensity indicated the decreasing of calcium ion signal
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Fig.5 The fluorescence intensity curve of primary cortical neurons afterelectrical stimulation
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