
Protocol of Immunofluorescence Staining 

1. Cut on a cryostat at 10-14 mm-thickness (slides are be stored at -20°C or -80°C for long term). 
2. Dry slides for 1h under laminar flux. 
3. Rinse in PBS for 5 min at room temperature. 
4. Incubate in PBS 0.1% Triton, containing 10% horse serum (heat inactivated) for 30 min at 
room temperature. 
5. Incubate with primary antibodies in PBS-0.1% Triton-10% horse serum overnight at 4oC in 
humidified box. 
6. Wash thrice in PBS 0.1% Triton for 5 min at room temperature (under stirring). 
7. Rinse in PBS for 1 min at room temperature. 
8. Incubate with secondary antibody in PBS-0.1% Triton-10% horse serum for 30 min at room 
temperature in humidified box. 
9. Wash thrice in PBS 0.1% Triton for 5 min at room temperature (under stirring). 
10. Rinse in PBS with DAPI or Hoechst (at 1:25000) for 5 min at room temperature. 
11. Mount slides with DAKO fluorescent mounting medium. 
12. Store slides at 4°C and avoid light exposure to prevent bleaching of fluorochromes of 
secondary antibodies. 

Solutions: 
PBS - from PBS tablets (MP Biomedicals #2810305) 
Horse serum heat-inactivated (Gibco/Invitrogen #26050-088) 

Secondary antibodies were obtained from Invitrogen or Jackson Immunoresearch: 
Anti Isotype Species Color Storage Dilution Company Reference 

Armenian Hamster - Dylight 594 IgG Goat Red 4°C (stock at -20°C) 1/1000 Jackson ImmunoResearch 127-515-160 
Chicken - AlexaFluor 488 Poly Goat Green 4°C 1/2000 Invitrogen A11039 

Chicken - DyLight 488 IgY Donkey Green 4°C (stock at -20°C) 1/1000 Jackson ImmunoResearch 703-485-155 
Goat - AlexaFluor 488 Poly Donkey Green 4°C 1/2000 Invitrogen A11055 

Guinea-pig - AlexaFluor 488 IgG Goat Green 4°C 1/2000 Invitrogen A11073 
Guinea-pig - AlexaFluor 594 IgG Goat Red 4°C 1/2000 Inivtrogen A11076 
Guinea-pig - AlexaFluor 647 IgG Goat Blue 4°C 1/2000 Invitrogen A21450 

Guinea-pig - DyLight 649 IgG Donkey Blue 4°C (stock at -20°C) 1/1000 Jackson ImmunoResearch 706-495-148 
Mouse - AlexaFluor 488 IgG Donkey Green 4°C 1/2000 Invitrogen A21202 
Mouse - AlexaFluor 488 IgG2a Goat Green 4°C 1/2000 Invitrogen A21131 
Mouse - AlexaFluor 568 IgM Goat Red 4°C 1/2000 Invitrogen - 
Mouse - AlexaFluor 568 IgG1 Goat Red 4°C 1/2000 Invitrogen - 
Mouse - AlexaFluor 594 IgG Donkey Red 4°C 1/2000 Invitrogen A21203 
Mouse - AlexaFluor 594 IgG1 Goat Red 4°C 1/2000 Invitrogen A21125 
Mouse - AlexaFluor 647 IgG Donkey Blue 4°C 1/2000 Invitrogen A31571 
Rabbit - AlexaFluor 488 Poly Donkey Green 4°C 1/2000 Invitrogen A21206 
Rabbit - AlexaFluor 594 Poly Donkey Red 4°C 1/2000 Invitrogen A21207 
Rabbit - AlexaFluor 647 Poly Donkey Blue 4°C 1/2000 Invitrogen A31573 

Rat - AlexaFluor 488 IgG Donkey Green 4°C 1/2000 Invitrogen A21208 
Rat - AlexaFluor 594 IgG Donkey Red 4°C 1/2000 Invitrogen A21209 
Rat - AlexaFluor 647 IgG Goat Blue 4°C 1/2000 Invitrogen A21247 
Rat - AlexaFluor 649 IgG Donkey Blue 4°C 1/1000 Jackson ImmunoResearch 712-495-153 

Sheep - AlexaFluor 594* Poly Donkey Red 4°C 1/2000 Invitrogen A11016 
Sheep- AlexaFluor 488* Poly Donkey Green 4°C 1/2000 Invitrogen A11015 

 

*anti-Sheep antibodies recognize goat Ig 


