Slice culture protocol. Bickler lab. December 2004. By Greg Stratmann

You need: 

· Inside hood:

· 1) Autoclaved 

· fine scissors

· spatula x 2

· brush x 2

· kimwipes

· cutting wire “cage” x 2

· fine tip forceps x 1

2) Agarose powder, (above tadpoles, blue top)

 Petri dish,

 30-40mL of sterile NaCl,

vacuum filter 

3) Ice

4) Slicing guillotine

5) Clean flask, 75-100 mL GBSS from GBSS stock solution ( 1 L GBSS + 2.2 mL adenosine + 0.4 mL ketamine)

6) Transfer pipette, 

5mL serological pipette, 

automatic pipetter

7) Costar(  6-well culture cluster (Corning product #: 3516)

 Millicell-CM(0.4 (m, Millipore catalogue #: PICM 03050 )culture plate inserts (6 / culture plate)

8) Slice culture medium, 50 mL with 0.22mL adenosine added

9) red bag

10) flintstone lighter

11) 70 % alcohol bottle

Outside hood:

12) Rats

13) Ketamine 5mg/mL + diazepam 0.02mg/mL in PBS (0.05mL/animal)

14) Tuberculin syringe

15) Induction chamber

16) Isoflurane and delivery system thereof

17) Guillotine

18) Red bag
1) Procedures:

2) Autoclave stuff you need the day before. Autoclave on 8th floor, HSW room 20, Place items in autoclave bag. Seal. Place into autoclave in autoclave container. Program autoclave. Change setting from “know ID – No” To “ Know ID – yes” by using “increase value”-button. When ID digits “0000” appear, enter code (1-3-5-7) with “increase value button and scolling buttons to left of “increase value” buttons. Choose program # 4 (15 min & 15 min). Close door and lock.

3) Make 1% agarose gel: 3-4 mg of agarose on nonstatic measuring paper. Enter agarose bottle from left into scale, spatula from right so both meet over measuring paper (agarose falls off spatula as soon as it leaves bottle, due to loss of electrostatic adhesion). Add 30-40 mL sterile H2O. Stir on hot plate with magnet. Cover with ceran wrap. Place Petri dish and filter into hood. When agarose really really warm and dissolved, quickly transfer to hood, open filter and attach to vacuum and pour agarose into filter. If it does not filter, you were too slow and it was too cold and congealed while filtering. Try again. If successful, pour filtered agarose into Petri dish and let congeal in hood. Make it about 1cm deep. If it is too thin, wires will break during cutting process. If too thick brain will bounce off of agarose.

4) Make GBSS and culture medium as described above

5) Get rat and inject 0.05mL ketamine/diazepam ip for neuroprotection, not for anesthesia.

6) Put all items above in hood. 

7) Cut agarose. Undersize it slightly relative to cutting block, so that brain does not fly off when guillotine strikes

8) Anesthetize animals in 5% halothane

9) Decapitate, spray head, cut skin, wrap in kimwipe, transport to hood

10) Remove brain

11) Transfer brain to GBSS

12) Skull into red bag

13) Brain to sterile kimwipes (chopstick technique with 2 brushes)

Sagital median cut, remove brain stem

14) Remove hippocampus and transfer to GBSS for 5 min (the colder they are when cutting, the easier they process). Don’t leave hippocampi in GBSS for too long – O2 only penetrates 2-3 cell layers deep. Once sliced, you can and should leave them in GBSS for 1 hour prior to plating.

15) Roll hippocampi onto agar: orient hippocampi with long axis perpendicular to wires. I.e. when wires point towards you, so should the convexity or concavity of hippocampi (not left or right) and cut with guillotine

16) Sliced hippocampi to GBSS

17) Tease apart slices with brushes (careful!) 

18) Open culture plates

19) Pipet 1.2 ml culture medium into each well

20) Add 1 insert to each well using fine tipped forceps

21) Cut transfer pipet, so slices can be sucked up without traumatizing them 

22) Such up slices and plate 3 per insert

23) Transfer plates to autoclave
