TRANSPLANTS
Irradiation

Irradiate WT fish at 25Gy 2 days before transplantation

Kidney dissection

Sacrifice appropriate number of fluorescent donors in tricaine (~100ml 4mg/ml Tricaine / liter of fish water)

(average of 500,000 cells per donor fish)

Isolate kidney into 0.9X PBS + 5%FCS + 1%Penn strep (“PBS+”) in tube

Break up with 1ml pipet, then with 10ml syringe with 18 1/2 G needle

Transfer into 50mL conical and fill up with PBS+

Spin down @ 1500rpm 8min

Pour out, resuspend pellet in large volume and filter through 40micron filter

Spin down @ 1500rpm 8min

Pour out, resuspend in 1ml PBS+, transfer to eppendorf tube

To count: 10ul cell sol + 90ul trypan blue (now it is diluted 10X)


    10ul cell sol + 90ul PBS+ (now it is diluted 10X)

Let stand 5 min, add 10ul both sol to either side of hemacytometer

Count cells in large box (5x5), account for death percentage if significant

Cells/ml = (cell count)(104)  (x10 dil. factor)


Example – 60 cells counted on hemacytometer is 6,000,000 cells total

spin down sample @ 1500rpm 8min

calculate volume to resuspend pellet in to get appropriate concentration of cells

5ul total volume to inject - 3ul being WKM and 2ul being peripheral blood

Example – 
have 6,000,000 cells total



want to transplant 200,000 cells per recipient



have 20 recipients



want 66,667 cells/ul (200,000cells / 3ul)



resuspend pellet in 90ul (6,000,000cells / 66,667cells/ul)



only need about 60ul of that (20recip x 3ul)

Peripheral blood extraction

Sacrifice appropriate number of WT fish in tricaine (~100ml 4mg/ml Tricaine / liter of fish water) for carrier blood

(average of 2,000,000 cells per donor)

Anticoagulant: dilute 1ul (3unit/ul) in 1mL PBS+

Coat pipet tip with heparin, stab through gill with pipet tip, add blood to PBS+

Spin 1500rpm 5min, resuspend in 1.5mL

Spin 1500rpm 5min, resuspend in 1mL

Filter through 40micron filter

Count cells as above

Cells/ml = (cell count)(104)(x10 dil. factor)

Account for death

Calculate resuspension volume as above

Injection

Inject 5ul into heart of each recipient using a Hamilton syringe

Anesthetize fish in tricaine (4.2ml (4mg/ml) Tricaine/ 100ml fish water) and place on damp sponge 

Insert tip a little behind heart

Poke around heart area until you see a small burst of blood (meaning you hit the heart)


Might not see this but inject anyway

Fish ICU – post-injection

Keep fish off flow for 1 week to avoid infection

Put 5-10 fish per cage

Remove dead and keep record

Manually change water each day

