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Leaf Fungal Hyphae WGA-PI Staining Experimental Report

1. Experimental equipment and reagents

1.1 Experimental equipment

Name Manufactor Model

CO; incubator SANYO MCO-15AC

Clean workbench Su Jing An Tai SW-CJ-1FD

Slides Servicebio

Cover glass Jiangsu Shitai 10127105P-G
Orthostatic microscope Nikon, JAPAN Nikon Eclipse E100
Image system NIKON, JAPAN Nikon DS-U3

1.2 Main experimental reagents

Reagent name Manufactor Article number
Carnot fixative Servicebio G1120

Potassium hydroxide

WGA-AF488
storage solution

PBS

PI stock solution

Anti-fluorescence quenching

sealed tablets

Sinopharm Group Chemical Reagent Co. LTD

Servicebio
Servicebio G0002
Servicebio
Servicebio G1401

2. Experimental steps

2.1 Dye preparation: Add 10 uL. WGA storage solution and 20 pL PI stock solution to 970 puL

0.2% Tween-PBS, and mix thoroughly.

2.2 Fix: Use Carnot fixative to fix sample (Remove chlorophyll at the same time).
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2.3 Transfer the leaves into 10% KOH solution, and seal the tube with a parafilm to prevent the
tube from collapsing, and incubate at 85°C for a certain period of time (Generally speaking, corn
leaves are treated for 4h, and the barley leaves are treated for 2h.).

2.4 Staining pretreatment: Tissues are washed 4 or 5 times with PBS.

2.5 Staining: Add dye solution to the centrifuge tube containing blades, and filter 4 times with
vacuum filter where each time lasts for S5min, and each interval is Smin under normal pressure.

2.6 Photographing: The leaves were washed 2 or 3 times with PBS, and sealed with
anti-fluorescence quenching to be stored at 4°C in the dark. And photographed with a fluorescence

microscope or a confocal microscope.
3. The results were as follows

Fungal hyphae shows green fluorescence, cell walls of plant show red fluorescence.
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