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Gram Staining Experiment Result

I. Experimental equipment and reagents

1. Experimental equipment

Equipment name Manufacturer Model No.

Dehydrator DIAPATH Donatello

Embedding center Wuhan Junjie Electronics Co., Ltd. JB-P5

Pathological microtome Shanghai Leica Instrument Co., Ltd. RM2016

Cooling plate Wuhan Junjie Electronics Co., Ltd. JB-L5

Tissue spreading water bath Zhejiang Jinhua Kedi Instrumental KD-P

Equipment Co., Ltd.

Oven Tianjin Leibo Terry Equipment Co., Ltd. GFL-230

Microscope slide Servicebio

Upright electron microscope JAPAN NIKON NIKON ECLIPSE E100

Imaging system JAPAN NIKON NIKON DS-U3
2. Main experiment reagents

Reagent name Manufacturer Item No.

Xylene Sinopharm Chemical Reagent Co., Ltd. 10023418

Gram staining solution kit Servicebio G1065

Neutral balsam Sinopharm Chemical Reagent Co., Ltd. 10004160

II. Experimental procedure

1. Deparaffinize the paraffin sections to water: Place the sections in sequence in Xylene I

for 20min - Xylene II for 20min - Anhydrous ethanol I for Smin - Anhydrous ethanol II for

Smin - 75% Ethyl alcohol for Smin , wash with tap water.

2. Gram staining: Drop Gram staining solution A on the sections to stain for 10s-30s, wash

and shake to make dry. Then add Gram staining solution B for 1min, wash and shake to make

dry. And then take the Gram staining solution C with Pasteur pipette and rinse the tissue from

the frosted surface side of the slide for differentiation, until the Gram staining solution C flow
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down from the section is colorless, wash it and shake to get it dry. Dip the sections in Gram
staining solution D for 1s and wash, microscopic examination, bake by oven to dry.

3. Dehydration: Quickly put the dried sections into three Jars of Anhydrous ethanol to
dehydrate for 1s, 3s and 5s in sequence.

4. Transparency and sealing: Put the sections into clean Xylene for Smin for transparency,
and then seal with neutral balsam.

5. Microscope inspection, image acquisition and analysis.
I1I. Interpretation of results
Gram-positive bacteria are purple, and Gram-negative bacteria are red.
IV. Precautions

1. The differentiation of Gram staining solution C in the staining process is a key step, and
attention should be paid to the degree of differentiation.

2. Try not to repeat the staining. The differentiation solution removes the color of sections, and
meanwhile also changes the permeability of the cell wall, which affects the accuracy of the final
result.

3. When the temperature is low in winter, the staining time can be extended properly.
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