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1. Experimental equipment and reagents

1.1 Experimental equipment

Movat staining experimental report

Name
Dehydrator

Embedding machine

Pathological section machine

Frozen platform
KD-P Water Bath
Oven

Slides

Orthostatic microscope

Image system

Manufactor

DIAPATH

Wuhan Junjie Electronics Co., Ltd
Shanghai Leica Instrument Co., Ltd
Wuhan Junjie Electronics Co., Ltd

Kedee

Tianjin Lai Bo Rui Instrument Equipment Co., Ltd

Wanwu
NIKON, JAPAN

NIKON, JAPAN

Model

Donatello

JB-P5

RM2016

JB-LS

KD-P

GFL-230

NIKON ECLIPSE E100
NIKON DS-U3

1.2 Main experimental reagents

Reagent name

Absolute ethanol
Xylene

Aqueous ammonia
Sirius Scarlet

Neutral resin

Acid magenta

Glacial acetic acid
Phosphomolybdic acid
Alcian blue

Safranin O

EVG dye solution kit

Manufactor

Sinopharm Group Chemical Reagent Co.
Sinopharm Group Chemical Reagent Co.

Sinopharm Group Chemical Reagent Co.

Wanwu

Sinopharm Group Chemical Reagent Co.
Sinopharm Group Chemical Reagent Co.
Sinopharm Group Chemical Reagent Co.

Sinopharm Group Chemical Reagent Co.

Wanwu

Solarbio

Wanwu

LTD

LTD

LTD

LTD

LTD

LTD

LTD

Article number

100092683

10023418

10002118

G1018-500ML

10004160

71019360

10000218

20029916

G1027-100ML

58020

G1042
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2. Reagent preparation

Alkaline ethanol: 95% ethanol is formulated into 3% ammonia solution.

Safranin O solution: 1.0 g Safranin O powder dissolved in 100 mL pure water.

Acid magenta solution: 0.1g acid magenta dissolved in 99.5mL pure water, then added 0.5mL
glacial acetic acid, stirred to dissolve fully.

Safranine/acid magenta solution: Every S0mL working solution contains 40mL safranine O
solution and 10mL acid fuchsia solution.

1% Phosphomolybdic acid: 1g phosphomolybdic acid dissolved in 100mL pure water.

1% Glacial acetic acid: 1mL glacial acetic acid dissolved in 100mL pure water.
3. Experimental steps

3.1 Paraffin slides dewaxed as follow: Two changes of pure xylene for 20 min. Two changes of
pure ethanol for Smin. 75% ethanol for Smin. Keep slides in tap water.

3.2 Alcian blue staining: The slides were stained in 1% Alcian blue solution for 15min.

3.3 Heating the alkaline ethanol in advance for 30min to 60°C. After immersing the slides in
alkaline ethanol for 3-5s, wash with tap water. Observed under microscopic shows that the
positive part is blue and the background is almost colorless. Or when there is no positive, the
tissue is not blue.

3.4 EVG staining: Draw a circle around the tissues with Pap-Pen, add EVG dye solution for 5 min.
Rinse the tissue gently with a wash bottle containing tap water until the stain was washed away.
The slides were put into 5% FeCls solution for rapid differentiation for 2 s, and washed with tap
water to terminate differentiation. It can be repeatedly differentiated, washed and observed under
microscopically, until the elastic fibers were black and clear, and the background was nearly
colorless.

3.5 Saffron O/acid fuchsin staining: The slides were stained with Safranin O/Acid magenta
solution (Do not save) for 4min and washed with tap water for 10s.

3.6 Stained with 1% phosphomolybdic acid for 2 min, and the slides were directly washed with
1% glacial acetic acid for 4 min.

3.7 Sirius scarlet staining: Wash with tap water for 10s, and put the slide into the Sirius Scarlet
Stain for 2min.

3.8 The slides were successively dehydrated into 3 cylinders of absolute ethanol for 3s, 5s, 1min.
Immersed in xylene to transparent and sealed with neutral resin.

3.9 Observed under microscope and took images..
4. The results were as follows

The nuclei and elastic fibers were black, the proteoglycan was blue, the collagen fibers and muscle

fibers were red and the foam cells were lilac.
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5. Precautions

During EVG differentiation, microscopic examination is required to control the staining
background and the degree of differentiation, especially for frozen sections. Only by controlling

well can the subsequent colors not overlap or overlap slightly.
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