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Plant Tissue ROS Detection Kit(NBT Method)

Cat: G4816
Size: 3x100mL
Storage: 2-8°C,avoid light, valid for 6 months.

Kit Components
Reagent 3x100mL Storage
Reagent A:NBT Stain Solution 100mL 2-8°C,avoid light
Reagent B:Decolorization Solution 100mL RT
Reagent C:Preservation Solution 100mL RT
Introduction

Plant tissues produce various reactive oxygen species (ROS) under stress environmental conditions, and ROS
activity is very high and extremely unstable. Therefore, the detection of ROS is usually determined by its final
product. Superoxide anions are one of the main components of plant reactive oxygen species, belonging to an
oxygen-containing free radical that can reduce NBT (Nitrotetrazolium Blue) to insoluble blue metal compounds,
thereby locating superoxide anions in tissues.

The Solarbio Plant Tissue ROS Detection Kit(NBT Method) is used for superoxide anion staining in plant
living tissues. It is generally used for overall staining of tender root tips, leaves, etc. After staining, the areas
where superoxide anions accumulate are blue to dark blue.

Protocol(for reference only)

1. Organizational Preparation:Collect plant seedlings or leaves that have been treated (such as heavy metal
stress), wash them with tap water, and place them on filter paper to absorb excess water.

2. Tissue Staining:Immerse the experimental sample in NBT staining solution, treat it under negative pressure
of -0.1MPa for 30 min, and then immerse it in room temperature and dark light for 4-12 hours until the
positive area appears dark blue, and the remaining areas appear light blue or nearly colorless or in the color
of the plant itself. (Negative pressure and staining time can be adjusted based on the degree of plant
tenderness and color development)

3. Tissue Decolorization:Carefully remove the experiment with tweezers, immerse it in distilled water and
rinse back and forth 3-5 times. Place it on a filter paper to absorb excess water, immerse it in the tissue
decolorization solution, and treat it in a water bath at 70-80 °C for 20-40 min until the background color of
the tissue is completely removed. If the color of the decolorization solution is darker during the treatment,
replace it with fresh tissue decolorization solution.

4.  Result Observation:After cooling, take out the experimental sample, immerse it in distilled water and rinse
it back and forth 3-5 times. Place it on a filter paper to absorb excess water, then transfer the sample to an
appropriate amount of tissue preservation solution and soak it for 10 to 30 min. Then, take out the sample
and take a photo. The sample can be placed in a storage solution and stored at room temperature for more
than a month.

Result

ROS Positive Areas Blue to Purple
Background(after decolorization) colorless or light yellow

Note

1. Superoxide anions are prone to decomposition, so plant samples need to be freshly collected and stained as
soon as possible.

2. Any external stimuli may stimulate plant stress to produce superoxide anions, and it is important to obtain
complete materials as much as possible to avoid artificial damage and false positives.

3. It is usually recommended that the volume of the decolorization solution be more than 10 times the sample
volume during decolorization. It can be reused but it is recommended to discard it when the color is too dark.

4.  After the staining of the tissue sample is completed, it is necessary to take photos and save the results as soon
as possible.

5. For your safety and health, please wear laboratory clothes and disposable gloves for operation.
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