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Lipid Fluorescent Staining Kit (Nile Red Method)

Cat: G1264
Size: 2x50mL
Storage: -20°C, avoid light, valid for 1 year.

Kit Components
Reagent 2x50mL Storage
Reagent(A): Lipid Fixative 50mL 2-8°C, avoid light
Reagent(B): B1:Dyeing Stock Solution | 0.2mL -20°C, avoid light
Stain Working Solution B2:Buffer Diluent 40mL 2-8°C
Before the use, prepare the dyeing working liquid according to the ratio of B1: B2=1:200,
pay attention to the light avoidance operation, and finish using it within 1h.

Introduction

Lipids are a natural mixture of low polar (hydrophobic) natural macromolecules, including fatty acids and
their derived glycerides and phospholipids, as well as steroids, such as cholesterol. The formation of cytoplasmic
lipid droplets is a normal cell physiological process, consisting of neutral lipids, usually triglyceride lipid droplets,
as energy reserves; a few are cholesterol ester lipid droplets, as the storage of excessive cellular cholesterol. Nile
red (Nile Red) stain is a lipophilic oxazine yellow light dye. In combination with lipids such as wax ester,
triglycerides and various fatty acids, a strong orange fluorescence (emission wavelength of 598m) was displayed
at an excitation wavelength of 543nm. Also shows red under irradiation with UV light.

The advantage of the Lipid Fluorescent Staining Kit (Nile Red Method) is to provide a composite fluorescent
staining solution for simultaneous tissue in situ staining of lipids and nuclei. Under green light excitation, the
orange-colored lipid droplets, and the blue cell nuclei upon UV excitation, were suitable for frozen sections and
cell samples. This product is ready to use kit, stable performance, clear and sensitive coloring.

Self Provided Materials

1x PBS, 1.5 ml Centrifuge tube, Fluorescence microscope

Protocols(for reference only)

Before use, take out the reagent (Bl) and reagent (B2) and put them back to room temperature. Prepare the dyeing working
solution according to the ratio of B1: B2 = 1:200, avoid the light, and then carry out the following operations.

For Frozen Section Stain

1. Take out the prepared frozen section, place it for 3min, and rewarm it to room temperature.

2. Add the Reagent(A): Lipid Fixative to the section, cover the whole tissue and fix at room temperature for
15-20min. Wash with 1xPBS 3 times, 1min for each.

3. Add the Stain Working Solution to the sections and incubate for 10min at RT avoide light.

4.  Wash the section 1-2 times with 1XPBS for 30s each til no red pigment comes out.

5. Cover slides were added to prepare temporary sections or use S2100-antifluorescence decaying tablets, and
then observed under a fluorescence microscope: excitation wavelength 543nnm, emission wavelength 598nm
(lipid droplet staining) and ultraviolet light (nuclear staining).

For Adherent Cells Stain

1. Remove the medium from the dish or six-well plate carefully.

2. Add 1ml 1xPBS carefully, clean the cell surface gently and repeated 1-2 times, each for 30s.
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3. Remove the cleaning solution from the culture dish or from the six-well plate carefully.

4. Add 1ml Reagent (A): Fixation Solution, cover the cell surface and fix for 10-15min. Remove the fixative
fluid carefully.

5. Add 1ml 1xPBS and clean the cell surface, repeated 1-2 times. Remove the washing liquid carefully.

6. Add appropriate amount of staining solution and incubated for 10min at room temperature in the dark.

7. Add 1ml 1xPBS carefully, and wash the cell surface for 30s-1min by shaking, repeat 1-2 times.

8.  Cleaning liquid in the last step is not abandoned, pay attention to avoid light and observe by fluorescence
microscope within 30 min: excitation wavelength 543nnm, emission wavelength 598nm (lipid droplet
coloring) and ultraviolet light (nuclear staining).

Result

Lipid substances Red or orange-yellow fluorescence
Nucleus Bright blue fluorescence

Note

1. The Stain Working Solution should be configured before the use , not in advance.

2. Depending on the tissue and cell differences, the dye dilution ratio (1:100-1:400) can be adjusted
appropriately to enhance or decrease the fluorescence intensity.

3. Avoid using lipids in the cell culture medium. During staining, incubation and observation, avoid intense
light irradiation and avoid fluorescence quenching.

4.  When you use this kit, the reagent (B1): Dyeing Stock Solution should be avoid repeated freezing and
thawing, can be divided into small specifications for preservation .

5. It is recommended that fluorescence detection and analysis be performed immediately after the staining is
completed. If there is no fluorescence microscope, UV observation can be selected.

6. For your safety and health, please wear lab suits and wear disposable gloves.
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