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Abstract

This protocol outlines the preparation of mouse cortical tissue and SH-SY5Y cells for electron microscopy (EM).

Materials

·       4% Paraformaldehyde (PFA)

·       2% Glutaraldehyde

·       5% and 30% Sucrose solutions

·       O.C.T. compound (TissueTek)

·       Cryostat or vibratome

·       Falcon tubes (15 mL)

·       Aclar coverslips

·       1× DPBS

·       Serum-depleted DMEM

·       BSA-20 nm gold conjugate
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Procedure

1  Mouse Brain Tissue Preparation:

1.1 Immediately after euthanasia, harvest mouse brains.

1.2 Fix cortices overnight at 4°C in 4% PFA and 2% glutaraldehyde.

1.3  Transfer tissues to a solution of 4% PFA, 2% glutaraldehyde, and 5% sucrose. Incubate

overnight at 4°C.

1.4 Place tissues in 30% sucrose solution in 15 mL Falcon tubes at 4°C until they sink.

1.5 Embed sunk tissues in O.C.T. compound, freeze, and store at –80°C.

1.6 Cut coronal sections at a thickness specified by the electron microscopy facility using a

cryostat or vibratome.

Note

This step depends on the specific requirements of the electron microscopy facility.
Ensure that the appropriate fixative and section thickness are used according to the
facility’s guidelines.

Procedure

2 SH-SY5Y Cell Preparation for EM:

2.1  Seed 0.2 × 10⁶ SH-SY5Y wild-type, SLC45A1-KO, and rescue cells onto Aclar coverslips.

2.2  Wash cells with 1× DPBS and incubate in serum-depleted DMEM for 72 h.
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2.3 Treat cells with 0.2 g/100 mL BSA-20 nm gold conjugate to label lysosomes, 9 hours

before completing the 72-hour incubation period.

2.4 Wash cells with DPBS and fix samples with  w/2% glutaraldehyde & 4%

paraformaldehyde in 0.1M Sodium Cacodylate buffer, pH 7.4. Then move samples to 4°C.

Ship samples to EM facility for further process.

Note

This step depends on the specific requirements of the electron microscopy facility.
Ensure that the appropriate fixative according to the facility’s guidelines
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