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Cat: IE0280
Storage: Powder: 2-8℃, 2 years; Insolvent: -20℃, 6 months; -80℃, 1 year (protect from light)

Introduction
Evans blue, also known as azo blue, and trypan blue are both cell reactive dyes, which are often

used to detect the integrity of cell membranes and cell survival.Living cells cannot be stained blue
by Evans blue due to their efflux function, while dead cells will be stained light blue. Therefore,
dead cells and living cells can be distinguished under the microscope by this method, but death and
necrosis cannot be distinguished.

Evans Blue is a non-permeable dye that can enter the cytoplasm and nucleus and dye them
blue when there is damage to the plasma membrane. It can be used to examine cell viability and
study the permeability of the blood-brain barrier.

Evans Blue is also an effective L-glutamate uptake inhibitor, through the membrane-bound
excitatory amino acid transporter (EAAT).

Parameter
CAS: 314-13-6
Molecular Formula: C34H24N6Na4O14S4
Molecular Weight: 960.81
Appearance: Reddish brown Solid
Solubility: Soluble in Water/DMSO ≥5mg/mL

Protocols (only for reference)
( 1 ) Blood-brain barrier permeability
1. Take the treated experimental animals (taking mice as an example), inject 0.5%-3% Evans

Blue solution (prepared with appropriate buffer) into the tail vein or femoral vein at a ratio of
2-3 mL / kg, and the eyes and tails of the mice should appear blue after injection. The mice
were sacrificed after 1 hour of timing, and the target brain tissue was taken. For batch
experiments, each mouse should be timing to ensure that each mouse was exposed for 1 hour.
Note: The amount of Evans Blue is recommended to be adjusted based on specific experiments.

2. Brain tissue was placed in a 1.5 mL centrifuge tube, added with 1 mL of 50% trichloroacetic
acid (recommended to use 1 × PBS), quickly homogenized with a tissue homogenizer, and
centrifuged at 10000 × g for 20 min.
Note: It can also be treated with formamide.

3. The supernatant was diluted with anhydrous ethanol four times.
4. Take the above solution and measure the absorbance value (OD value) at 620 nm with a

spectrophotometer. At the same time, the OD values of standard Evans Blue with different
gradients were measured, and the standard curve was drawn. The Evans Blue content of the
sample to be tested is calculated according to the standard curve.

( 2 ) Living cell staining



1. Take 100 μL re-suspended cells into a conventional centrifuge tube, add 100 μL 0.5% Evans
Blue solution, gently mix and stain (the staining time can be extended appropriately, but not
more than 10min).

2. A small amount of stained cells were taken and counted by blood cell counting plate. Usually if
you want to quantify more accurately, each cell sample to a small number of 500 cells, counting
blue cells and the total number of cells.

3. Cell viability = (total number of cells-blue number of cells) total number of cells × 100 %

Note
1. During cell staining, attention should be paid to the occasional rejection of apoptotic bodies.
2. In the blood-brain barrier permeability experiment, the injection volume of Evans Blue solution

should be adjusted according to different animals and the weight of animals.
3. It is best to use low temperature refrigerated centrifuge for centrifugation.
4. For your safety and health, please wear experimental clothes and wear disposable gloves.
5. This product is for scientific research only. Do not use in medicine, clinical diagnosis or

treatment, food and cosmetics. Do not store in ordinary residential areas.
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Related Products
ID5110 Trypan Blue
YA0810 Blood cell counting plate
YA0775 Cover glass 24 * 24mm


