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Regulation of synaptic plasticity by endocytosis through N-cadherin
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IN-cadherin Endocytosis Assay|

PSD fraction 20 ug (k1)
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Incubation at 30 °C for 30 min (#1)
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| Reaction buffer (%2)

+ Rat brain cytosol 2.5 mg

+ ATP-regenerating system(*3)
+ GTP 100 uM

hilling tube on ice (*4)

Centrifugation at 20,000 g for 10 min
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Ppt

(Budding N-cadherin vesicle on the

PSD membrane)

pipetting 20 times (#2)
(N-cadherin endocytosis) (k6)
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Centrifugation at 16,000 g for 2 min
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Centrifugation at 100,000 g for 20 min
| (x8)
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Ppt (Endocytosed N-cadherin vesicle)
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Solubilized in a SDS sample buffer

at RT for 30 min (*9)
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Separated by 10% SDS-PAGE (*10)
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Transferred to nitrocellulose membrane
sheet (*11)
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Immnoblotted with  N-cadherin  mAb,
followed by the HRP-conjugated secondary
antibody (*¥12)
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Quantitaed wusing a molecular imaging
system(*13)

#1:36 mM Hepes, pH 7.4, 0.25 mM sorbitol,
70 mM KOAc, 5 mM EGTA, 1.8 mM CaCl2, 2.5 mM
Mg (0Ac) 2

#2: 20 mM Hepes, pH 7.2, 0.25 mM sorbitol,
150 mM KOAc, 2.5 mM Mg(OAc)2
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