Hematoxylin and Eosin Staining Protocol

Modified from UNC Histopathology Protocol

Updated 9/12/03 – Reggie Hill

1. Deparaffinize in Xylene I and II and III (5 minutes)

2. Rehydrate

a. EtOH 100% (3 minutes)

b. EtOH 100% (3 minutes)

c. EtOH 95% (3 minutes)

d. EtOH 95% (3 minutes)

e. EtOH 70% (3 minutes)

3. Rinse in distilled water (5 minutes)

4. Stain in hematoxylin (6 minutes) Filter before each use to remove oxidized particles
5. Rinse in running tap water (20 minutes) – bluing Use dilute Ammonium Hydroxide
6. Decolorize in acid alcohol (1 second) Can go up to 3 seconds. Longer =Lighter Discard after each use
7. Rinse well in tap water (5 minutes)

8. Immerse in Lithium Carbonate (3 Seconds) Longer time = floating tissue
9. Rinse in tap water (5 minutes)

10. Counterstain in Eosin (15 seconds)

11. Dehydrate

a. EtOH 95 % (3 minutes) Discard after each use 

b. EtOH 95% (3 minutes)

c. EtOH 100 % (3 minutes)

d. EtOH 100 % (3 minutes)

12. Clear in Xylene I and II (5 minutes)

13. Mount with Cytoseal in fume hood.

Stock Solutions – EOSIN:

Stock – 1% aqueous Eosin-Y

Stock – 1% aqueous Phloxin B

Working Solutions – Eosin:

100ml stock Eosin

10 ml stock Phloxin B

780 ml 95% Ethanol

4 ml glacial Acetic Acid

Working Solution: - Hematoxylin

Harris Hematoxylin, Sigma, HHS-32, 1 Liter

Working Solution: - Lithium Carbonate 1.36%

Lithium Carbonate, 47g

dH2O, 3500 ml

Working Solution: - 0.25% Acid Alcohol

95% Ethanol, 2578 ml

dH2O, 950ml

HCL, 9ml

Working Solution: - 70% Acid Alcohol

1% HCL

70% Ethanol
