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Osmium Staining of Nerve Experimental Report

1. Experimental Equipment and Reagents

1.1 Experimental equipment

Name Manufactor Model

Pathology slicer Shanghai Leica Instrument Co., Ltd RM2016

Frozen platform Wuhan Junjie Electronics Co., Ltd JB-L5

Tissue spreader Zhejiang Kehua Instrument Co., Ltd KD-P

Oven Tianjin Laibo Rui Instrument Equipment Co., Ltd GFL-230

Slides Servicebio

Orthostatic microscope ~ NIKON, JAPAN NIKON ECLIPSE E100
Image system NIKON, JAPAN NIKON DS-U3

1.2 Main experimental reagents

Reagent name Manufactor Article number

Universal tissue fixative Servicebio G1101

Ethanol Sinopharm Group Chemical Reagent Co. LtD 100092683

Xylene Sinopharm Group Chemical Reagent Co. LtD 10023418
Servicebio

BioDewax and Clear Solution G1128

Osimic acid dye solution Servicebio

(stock solution)
Buffer solution (PB) Servicebio
Neutral resin Sinopharm Group Chemical Reagent Co. LtD 10004160

2. Experimental Steps

2.1 Osmic acid staining: the nerve tissue was fixed with fixed solution for more than 24 h, cut
into a small piece, washed with running water for 8 h; the tissue block was soaked in osmic

acid working solution (Pb buffer solution and osmic acid solution 1:1 mixture) at room
temperature and dark overnight. Osmic acid staining solution was sucked out by Babbitt pipette,
and then it was blown into Pb buffer solution repeatedly for cleaning twice, and then soaked in
new Pb buffer solution (Pb buffer stock solution mixed with distilled water 1:1) for one night.
2.2 Dehydration and wax dipping: the tissue blocks were washed with distilled water for

three times, and then soaked in ethanol of 50%, 70%, 80%, 90%, 100% I and 100% II
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for 15 min, xylene I for 15 min, xylene II for 15 min, and wax immersion for 3 h, then

embedded and conventional sectioning.

2.3 Three changes of pure BioDewax and Clear Solution for 5Smin, Two changes of pure xylene

for 5 min transparent and then coverslip with neutral resin.

2.4 Observed under microscope and took images.

3. The Results Were As Follows

3.1 The myelin sheath is black and circular, and the background is nearly colorless.

4. Precautions

4.1 The tissue before and after osmium acid staining must be washed clean with running water
to avoid impurities; the tissue mass stained by osmium acid should be as small as possible so
that osmium acid can infiltrate into the tissue.

4.2 Osmic acid working solution needs to be used now, and it needs to be protected from light
in the dyeing process.

4.3 Pb buffer solution should be stored at 4 °C.
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