Live/Dead Protocol for tissue separation 

1) Thaw thermolysin and protease inhibitors AEBSF, Leupeptin and Pepstatin A.  

2) Bring three chickens up from chicken room.

3) Make stock 7 ml HBSS with Protease Inhibitors

a. 700 uL AEBSF, 700 uL Leupeptin, 70 uL Pepstatin A, 5.53 mL HBSS
4) Make Thermolysin/Protease inhibitor stock 

a. 1.5 mL Thermolysin in HBSS, 160 uL AEBSF, 160 uL Leupeptin, 16 uL Pepstatin A
5) Sacrifice chickens, place half of heads in 70% ethanol, one min.  

6) Rough Dissections in 4.5 mL HBSS, removing TV.   

7) Transfer to thermolysin via forceps.  
8) Place in thermolysin in incubator 30 min

9) Transfer to protease inhibitor media by forceps (2 mL in dish)

10) Slowly remove TM then SE using 27 gauge needle
11) Remove 500 uL HBSS

12) Add live/dead 1:1000

13) Place in incubator for 30 minutes

14) Turn confocal on, lasers included, warm up lasers

15) Make high posts of nail polish on corners of slides.  

16) Bring SE to slides using plastic dropper: no VectaShield on slides
17) Remove residual media

18) Slowly place coverslips over slides

19) Image, making sure no bleedthrough into red channel

Live/Dead Protocol for no-separation controls need someone to help with imaging!
1) Thaw thermolysin and protease inhibitors AEBSF, Leupeptin and Pepstatin A.  

2) Bring three chickens up from chicken room.

3) Make stock 7 ml HBSS with Protease Inhibitors

a. 700 uL AEBSF, 700 uL Leupeptin, 70 uL Pepstatin A, 5.53 mL HBSS

4) Make Thermolysin/Protease inhibitor stock 

a. 1.5 mL Thermolysin in HBSS, 160 uL AEBSF, 160 uL Leupeptin, 16 uL Pepstatin A

5) Sacrifice chickens, place half of heads in 70% ethanol, one min.  

6) Rough Dissections in 4.5 mL HBSS, removing TV.   

7) Transfer ears 1-3 to thermolysin via forceps.  

8) Place ears 4-6 in 500 uL Live/Dead media (1:1000 live/dead in HBSS)

9) Place ears 1-3 in thermolysin in incubator 30 min

10) Place ears 4-6 in incubator for 30 min

11) Turn confocal on, lasers included, warm up lasers

12) Prepare six slides with nail polish posts

13) Remove ears 1-3, 4-6 from incubator

14) Place ears 1-3 in 500 uL HBSS with protease inhibitors 

15) Add Live/Dead reagent to ears 1-3.  Place in incubator for 30 min

16) Place ears 4-6 on a drop of VectaShield and slowly into mounting media.

17) Place coverslip, nail polish over ears 4-6.  

18) Image ears 4-6.  Have someone help if time running past 30 minutes!  
19) After 30 min, place ears 1-3 on a drop of VectaShield and slowly into mounting media.
20) Place coverslip, nail polish over ears 1-3.  
21) Image ears 1-3, making sure to minimize bleedthrough to red channel 
