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PASM 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 Wanwu
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
PASM staining kit Wanwu G1059
Neutral balsam Sinopharm Chemical Reagent Co., Ltd. 10004160

2. Experimental steps

(1) Paraffin section deparaffinization and rehydration: put the slides into xylene I
20minutes-xylene 1I 20 minutes-absolute ethanol I 5 min-absolute ethanol II 5 min-75% alcohol
for 5 min, tap water washing and then distilled water washing.

(2) Periodic acid-silver metheramine staining: slides into periodic acid-silver metheramine
(PASM) staining solution A, soak overnight, tap water washing.

(3) Working solution preparation: PASM staining solution D: PASM staining solution C 20:1
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mixed into PASM stock solution, take PASM stock solution 20ml, adding 15ml of distilled water,
And then add PASM staining solution E 2ml and well mixed.

(4) Tissue acidification: put the slides into PAS staining solution B for 15 to 20 minutes, and
distilled water washing for 3-5 times;

(5) Incubation and staining: the working solution placed in a 60°C oven for preheating in advance,
and add the preheated working solution in the slides drop by drop, incubation with cover
(56°C-59°C);

(6) Color rendering: after 40 minutes of incubation, take out the slides and observe under a
microscope (the working solution doesn’t need to be washed away during observation), and the
kidney is subject to the glomerular capillary basement membrane being black. If the coloring is
not deep enough, continue to incubate in the oven; Lungs are subject to fungus turning black (if
there is no fungus, the bronchial darkening is the standard). After that, take out the slides and
observe under a microscope every 10 minutes until staining result is okay, distilled water washing
for three times.

(7) PASM staining solution F treatment: after treatment of PASM staining solution F, wash once
with distilled water.

(8) Counterstaining PASM staining solution F (optional): 85%, 95% alcohol for gradient
dehydration, put the slides into PASM staining solution F for 20 seconds.

(9) Dehydration and sealing: put the slides into absolute ethanol I Smin- absolute ethanol Il Smin-
absolute ethanol III Smin- xylene I Smin-xylene II Smin transparent, neutral balsam sealing.

(10) Microscope examination, image collection and analysis.

3. Results

The glomerular basement membrane, the renal capillary basement membrane and the renal tubular
epithelial basement membrane are black, and the fungi and collagen fibers are also grayish black
or brownish black with red background.

4. Note

1. The slides should be cleaned with distilled water before incubation, and the container for
preparing the PASM stock solution and working solution must be cleaned, otherwise, impurities
will easily appear.

2. PASM stock solution and working solution should be ready for use;
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