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Acid-fast Staining Experimental Report

1. Lab Equipment and Reagents

1.1 Lab equipment

Items Manufacturer Model
Dehydrator DIAPATH Donatello
embedding machine Wuhan Junjie Electronics Co., Ltd. JB-P5
Pathology microtome Shanghai Leica Instruments Co., Ltd. RM2016
Frozen platform Wuhan Junjie Electronics Co., Ltd. JB-L5
Water Bath-Slide Drier Zhejiang Jinhua Kedi Instrumental KD-P
Equipment CO.,LTD
Laboratory oven Tianjin Labotery Instrument Equipment GFL-230
Co., Ltd.
Microscope slide Servicebio G6004
Upright optical microscope Nikon Japan Nikon Eclipse E100
Imaging system Nikon Japan NIKON DS-U3
1.2 Chemical reagents
Items Manufacturer Model
Absolute alcohol Sinopharm Chemical Reagent Co., Ltd. 100092683
Xylene Sinopharm Chemical Reagent Co., Ltd. 10023418
Acid-fast staining kit Servicebio G1047
Differentiation solution .Servicebio G1039
Servicebio G1040
Neutral balsam Sinopharm Chemical Reagent Co., Ltd. 10004160

2. Experimental Steps

Preparation of Acid-fast staining solution: Acid-fast staining solution A 10ml + Acid-fast staining

solution B 90ml, well mixed.

Preparation of acid-fast differentiation solution: take out 10ml of concentrated hydrochloric acid
and dilute to 1000ml with absolute ethanol.
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2.1 Paraffin section deparaffinize and rehydrate: put the slides into xylene I 20minutes-xylene 11
20 minutes-absolute ethanol I 5 min-absolute ethanol I 5 min-75% alcohol for 5 min, then tap
water washing.

2.2 Acid-fast staining: put the slides into the Acid-fast staining solution stain for 30 minutes and
running water washing;

2.3 Background differentiation: acid-fast differentiation solution rapidly differentiates for 2s.
Terminate differentiation by water washing, which can be repeated. By the time of microscope
examination, the acid-fast bacteria are purple-red, and the background is basically colorless;

2.4 Sulphuric acid differentiation: If the background is deep and the hydrochloric acid
differentiation does not fall, put the slides into acid-red staining C for rapid differentiation for 1s,
tap water washing (repeatedly rinse until no sulfuric acid remains on the slide), and repeat
operations until the positive bacteria are purple-red , the background is colorless.

2.5 Acid-fast solution D staining: put the slides into acid-fast solution D stain for 30s, tap water
washing, differentiate for 2s, tap water washing, return blue solution to blue for 3-5s, rinse with
running water.

2.6 Dehydration and sealing: put the slides into absolute ethanol I 5min-anhydrous ethanol II
Smin-anhydrous ethanol III 5Smin-xylene I Smin-xylene II 5min -transparent, neutral balsam
sealing.

2.7 Microscope examination, images collection and analysis.

3. Results

The acid-fast bacteria are purple-red filaments, and the nucleus is light blue.

4. Note

4.1 Pay attention to the degree of differentiation, over-differentiate, and differentiate the purple
color of acid-fast bacteria., insufficient differentiation, the background is red.

4.2 Light staining during hematoxylin counterstaining process, should not affect the observation of
acid-fast bacteria.
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