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Autophagy/Cytotoxicity Dual Stain Kit (MDC Method)

Cat: GO170
Size: 100T
Storage: -20°C, avoid light, valid for 1 year.

Kit Components
Reagent 100T Storage
Reagent A : MDC Stain ImL -20°C ,avoid light
Reagent B : 10xWash buffer 20mL 2-8C
Reagent C : Collection buffer 10mL 2-8C
Introduction

Autophagy is a process that cells are stimulated to phagocytize their own cytoplasm or organelles and
eventually degrade the phagocytes in lysosomes.Autophagosome is a circular or elliptic structure encapsulated by
bilayer membranes. It contains cytoplasm, longevity proteins , complex of abnormal proteins, damages or
redundant organelles, viruses and bacteria.

Dansylcadaverine (MDC) is a fluorescent pigment and an eosinophilic stain. It is usually used to detect the
formation of autophages as a specific marker dye. Its detection excitation filter wavelength is 355 nm and the
blocking filter wavelength is 512 nm. The Autophagy/Cytotoxicity Dual Stain Kit(MDC Method) is suitable for
autophagy staining of cultured cells and can counterstain with EB.

Self Provided Materials

Fluorescence microscope, Low-speed centrifuge, EB stain

Protocol(for reference only)
(—) MDC staining alone

1. Dilute 10x Wash buffer to 1x with distilled water.

2. 800g centrifugation for 5 minutes.Collect the cell in the tube and wash once with 1xWash buffer of 300-400
ul. Remove the supernatant.

3. Add appropriate amount of 1 xWash buffer to suspend cells, count and regulate the cell concentration to
10%/mL.

4. Incubate for 15-45 minutes at room temperature and avoid light.

5. 800g centrifugation for 5 minutes.Collect the cell in the tube and wash twice with 1xWash buffer of 300-400
ul. Remove the supernatant.

6.  Add 100pul Collection buffer to suspend the cell, drop it onto the slide and cover the slide.

7. View under the fluorescence microscope (excitation filter wavelength is 355 nm, blocking filter wavelength
is 512 nm) , count and photograph.

Note:For adherent cells, can remove the culture medium directly without digestion and stain after washing
with 1 x Wash buffer.Adjust the amount of MDC according to the cell number. The dyeing time can be
appropriately prolonged and adjusted according to the dyeing results. After dyeing, wash with 1 X Wash buffer
and view without adding Collection buffer.

(=) Counterstain with EB
1. Dilute 10x Wash buffer to 1x with distilled water.

2. 800g centrifugation for 5 minutes.Collect the cell in the tube and wash once with 1xWash buffer of 300-400
ul. Remove the supernatant.

3. Add same equal of 1 xWash buffer to suspend cells, count and regulate the cell concentration to 105/mL.

4. Take 90 pl cell suspension into the new tube, add 10 pul MDC Stain and 0.2pM EB stain and gently mix.

5. Drop onto the slide and stain it at room temperature for 15-30 minutes without light. Cover the slide.

6. View under the fluorescence microscope (excitation filter wavelength is 512nm),count and photograph.

Result

Normal cells Cells are evenly dyed vellow-green fluorescence.
Apoptotic cells | Collapsed chromatin and punctate nucleus are dyed into dense green particles
of varying sizes.

i3t oa

A

=
=)

|

%3

FWEHRFRNE TS FRAESS



HoR#EIE: 010—56371241/44

Note

1. MDC Stain and EB Reagent have certain toxicity. Please pay attention to the protection during operation.
2. This kit is often used with acridine orange to distinguish normal cells, apoptotic cells and necrotic cells.
3. During the operation, pay attention to reducing the exposure time of reagents to strong light.

4. For your safety and health, please wear experimental clothes and disposable gloves.
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