Various solutions

HBSS (from CCF) with Ca2+ and Mg2+  

0.4 g/L KCl 

0.06 g/L KH2PO4
8.0 g/L NaCl 

0.01g/L Glucose

0.09 g/L Na2HPO4-7H2O 

0.35 g/L NaHCO3
Aglycemic HBSS for anoxia 

1.0 L of solution:

8.0 g/L NaCl

0.09 g Na2HPO4-7H2O

10.6 g sucrose

0.06 g KH2PO4
0.40 g KCl

0.35 g NaHCO3
· Make it yourself and sterile filter 

· Also needs to be bubbled with nitrogen

· All test reagents should be added to aglycemic HBSS

· ~6.8 pH

MEM Eagles with Earles Salts from CCF

· Standard MEM Eagles with EBSS has 1.0 g/L glucose, so need to add 2.5 g glucose per 450ml bottle to a final concentration of 6.5 mg/mL glucose 

· Sterile filter before using after addition of glucose 
Modified EBSS 1X (Custom from CCF)

Can get without glucose and KCL or with glucose and KCL

Without glucose, without KCL 

25 mM Hepes

6.8 g/L NaCl

0.14 g/L Na2HPO4-7H2O

0.01 g/L phenol red

2.2 g/L NaHCO3
Ca2+ and Mg2+ salts, standard proportions

· Add 0.1864 g KCl and 3.25 g glucose to a 500mL bottle (to a final concentration of 5mM KCl and 6.5 mg/mL glucose)

· Sterile filter

· This can be used for a long time after it has expired, as long as the phenol red has not changed color and as long as there is no precipitate.

· This is code DA100 ??

· Custom-made with glucose and KCL does not need to have glucose or KCl added nor does it need to be sterile filtered prior to use.  This is code  DA 100 I1U04??

Horse Serum from CCF 100 mL bottles

· Already sterile filtered (0.1 m) and heat inactivated

· Sensitive to light; keep this and all solutions containing horse serum wrapped in foil.  

Ketamine and Diazepam drug cocktail

Slice Culture Media

50% MEM with Earles Salts

25% horse serum

25% EBSS

· Sensitive to light, cover with foil

Slice Culture Medium with propidium iodide (2.3M) 

· 50 L propidium iodide for each 10 mL SCM 

· Stock solution in small aliquots is 460 µM PI

· Stock solution in 50ml Falcon tube is 4.6mM – dilute 1/10 to make PI solution for aliquots

· P.I. is found in –80C freezer in box labeled misc. dyes

· Make only enough to use same day.  

· Add P.I. to SCM and sterile filter

· Warm to 37C in water bath or in incubator  

· Add to slices, let sit at least 20 minutes before imaging.  

· This SCM can be used as plain SCM after 24hrs with no effect on slices but cannot be used for imaging purposes

· Sensitive to light

· Mutagen – do not get on skin

GBSS (custom for Bickler lab)

· Code is DW300 at CCF

· Add 2.33 ml of adenosine solution (3 mg/ml) and 1.67 ml ketamine solution (2 mg/ml) to 500 ml GBSS.  Or add .07ml adenosine solution and 0.05 ml ketamine solution to 15 ml GBSS (volume added to each petri dish).  

SCM plus adenosine (50-100 M)

· 50M = 0.22 ml of 3 mg/ml adenosine in 50 ml SCM  

· 100 M = 0.45 ml of 3 mg/ml adenosine in 50 ml SCM 

· Slices are kept in adenosine SCM 1-2 days after slicing then are put into normal SCM

95% N2, 5% CO2 gas or 95% air, 5% CO2
· Order from Gas Storehouse  

· Either is a “buyout” gas, meaning it is bought from an outside vendor as a special order, thus takes up to a week or more to receive

GBSS plus Triton X, NaCN and iodoacetate (iodoacetic acid) – AKA Death solution

· Stock solutions are 10% Triton-X, 2M IAA and 100 mM NaCN.  IAA is light sensitive, so new solutions need to be wrapped in foil.  Final concentrations are 0.01% Triton-X, 2mM IAA and 100 µM NaCN

· NaCN (stock must be basic).  100mM NaCN = 0.049g NaCN in 10ml solution.

· Iodoacetate – found in freezer.  2M IAA = 2.079g IAA in 5 ml solution

· Make stock solutions and then dilute as needed.  These must be sterile filtered  

· Use 10µl of stock solution of NaCN and IAA for every 10 mL SCM, 100µl of Triton-X stock solution for every 10ml of SCM

· Generally, PI is added to this solution for pictures

Tadpole aCSF





1X solution

10X solution

100ml 10X solution
NaCl



6.078 g/L

60.78 g/L

6.078 g

KCl



0.2982 g/L

2.982 g/L

0.2982 g

MgCl2



0.2846 g/L

2.846 g/L

0.2846 g

d-glucose


1.802 g/L

18.02g/L

1.802 g

NaHCO3


2.1003 g/L

21.003 g/L

2.1003 g

CaCl2



0.3528 g/L

3.528 g/L

0.3528 g

Penicillin/streptomycin
10ml stock/L

100ml stock/L
10ml stock

· Put all reagents into graduated flask except CaCl2  and then add ~1/2 of volume of water.  Add Penicillin/streptomycin to flask.  Prepare stock CaCl2 solution (100 mM or greater) solution and then add correct amount of stock solution to flask.  Mix, them add water to line.  If you add solid CaCl2  to the rest of the reagents and add water, the solids will not go into solution.  

· Penicillin/streptomycin stock solution is 100 units penicillin and 100 g streptomycin per ml stock solution

· pH to 7.6-7.8

· 50ml aliquots of 10X stock solution 

· Aliquots are frozen –20C

· Dilute 10X stock solution to 1X stock solution as needed

· Sterile filter diluted 1X stock

Tadpole external solution (w/o Ca and Mg salts)





1X solution

10X solution

100ml 10X solution

NaCl 



6.83748 g/L 

68.3748 g/L

6.83748 g

KCl 



0.14912 g/L 

1.4912 g/L

0.14912 g

Hepes



1.3015 g/L 

13.015 g/L

1.3015 g

D-glucose


1.802 g/L 

18.02 g/L

1.802 g

Penicillin/streptomycin
10 ml/L

100 ml/L

10ml

· Penicillin/strepto stock solution the same as in tadpole aCSF

· pH to 7.6-7.8

· Aliquot 10X stock solution

· Dilute to and sterile filter 1X solution

Turtle ACSF
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