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Masson-Fontana staining experimental report

1. Lab equipment and reagents

A. 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
Upright optical microscope Nikon Japan Nikon Eclipse E100
Imaging system Nikon Japan NIKON DS-U3
B. Chemical Reagents
Items Manufacturer Model
Absolute alcohol Sinopharm Chemical Reagent Co., Ltd. 100092683
Xylene Sinopharm Chemical Reagent Co., Ltd. 10023418
Fontana Masson Stain Kit Servicebio G1067
Neutral balsam Sinopharm Chemical Reagent Co., Ltd. 10004160
Ammonium hydroxide Sinopharm Chemical Reagent Co., Ltd. 10002118

2. Experimental steps

Preparation of Masson-Fontana staining solution: take Masson-Fontana staining solution A for
10ml, After adding concentrated ammonium hydroxide drop by drop until precipitation occurs,
continue to drip Ammonium hydroxide drop by drop, and shake while dripping, so that the
resulting precipitate redissolves and the solution turns clear. Then add a few drops of
Masson-Fontana staining solution A to make the solution slightly turbid, finally add 20ml of

distilled water and use it after filtering.
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1.Paraffin section deparaffinize and rehydrate: put the slides into xylene I 20minutes-xylene II 20
minutes-absolute ethanol I 5 min-absolute ethanol II 5 min-75% alcohol for 5 min, then tap water
washing and with distilled water washing for 3-5 times .

2.Working solution incubation: put the slides in the Masson-Fontana solution and covered, place at
4°C and avoiding light for 12-18h, and distilled water washing for three times.

3.VG Counterstaining: add Masson-Fontana solution B 9ml into Masson-Fontana solution C 1ml
(can be used repeatedly for many times after preparation) and mix it into VG staining solution
(proportionally prepared according to the ratio), stain for 1min, wash quickly, absolute alcohol
rapid dehydration for 3 times , 3s, 5s, 30s each time.

4.Clearing and sealing: two cylinders of clean xylene transparent for 20s, Smin each time (xylene
is not shared with other xylene), neutral balsam sealing.

5. Microscope examination, images collection and analysis.

3. Results
The cytoplasm of melanin and silver-philic cell is black, collagen fiber is red, and muscle fibers
and red blood cell are yellow.

4. Note
The working solution and the container used for incubation should be cleaned with distilled water

before usage, or impurities and precipitation will be occurred.
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