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Phloxine B 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
Item Manufacturer Model
Absolute alcohol Sinopharm Chemical Reagent Co., Ltd. 100092683
Xylene Sinopharm Chemical Reagent Co., Ltd. 10023418
Phloxine B Aladdin G1725052
Mercury chloride Sinopharm Chemical Reagent Co., Ltd. 10013616
Formaldehyde Sinopharm Chemical Reagent Co., Ltd. 100100620
Calcium chloride Sinopharm Chemical Reagent Co., Ltd. 10005860
Hematoxylin staining solution  Servicebio G1004
Differentiation solution Servicebio G1005-3
Bluing solution Servicebio G1005-4
Rhamsan gum Sinopharm Chemical Reagent Co., Ltd. 10004160
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2. Reagent Preparation

Fixative: mercury chloride 8g + 100ml distilled water , take the supernatant: formaldehyde = 9: 1
and mix them.

Phloxine B staining solution: taking 0.5g Phloxine B dissolve in 100ml 0.1% CaCl2 solution

3. Experimental Steps

3.1 Paraffin section deparaffinization and rehydration: put the slides into xylene I 20
minutes-xylene II 20 minutes-absolute ethanol I 5 min-absolute ethanol II 5 min-75% alcohol for
5 min, then tap water washing.

3.2 Hematoxylin staining: put slides into hematoxylin solution staining for 1-3min, water washing,
differentiate with differentiation solution, water washing, return to blue solution, water washing,
and distilled water washing.

3.3 Phloxine B staining: staining with phloxine B solution for 5-15 minutes, wash away the excess
red background with distilled water, control under a microscope.

3.4 Dehydration and sealing: dehydrate with absolute ethanol in 3 cylinders, transparent with
xylene for 5Smin, and xylene for S5min, thamsan gum sealing.

3.5 Microscope examination, images collection and analysis.

4. Results
The eosinophilic granules in Paneth cell are red, the nucleus is light blue, and the background is

light pink or nearly colorless.

5. Notes

5.1 After taken out the tissue from the fixative solution, it should be fixed immediately with the
fixing solution in the staining solution kit and fix for more than 24h.

5.2 Cell nucleus staining should not be stained deeply, and it can be stained lightly until the
nuclear structure is clear.

5.3 When differentiating the background under a microscope, should be strictly control the degree
of differentiation so that the confrontation between Paneth cells and the nucleus is obvious.
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