Glutaraldehyde fixation protocol

Materails needed:

Glutaraldehyde   Cat#16320 From Electron Microscopy Science

Sodium Phosphate Monobasic, Sodium Phosphate Dibasic

Solution Recipes:

1M phosphate buffer made as follows:

Add 68.4 mLs of 1M Na2HPO4 + 31.6 mLs of NaH2PO4 to 900 mLs dH20, pH should be right around 7.2, doesn’t hurt to check.

To make 1M Na2HPO4 (sodium phosphate dibasic dodecahydrate)
MW = 358.13 g/mol


? g * 358.13 g/mol = g mol/L


358.13 g/L * 0.1L (100 mLs) = 35.8

Add 35.8 grams in 100 mLs H20 or 143.2 g dissolved into water to equal 400 mLs
To make 1M NaH2PO4 (sodium phosphate monobasic monohydrate)
MW= 137.99

? g * 137.99 g/mol = g mol/L


137.99 g/L * 0.1L (100 mLs) = 13.799

Add 13.8 grams in 100 mLs H20 or 41.4 g dissolved into water to equal 300 mLs
2% glutaraldehyde in 0.1 M phosphate buffer


Glutaraldehyde comes in 50% solution in 10 mLs

10 mLs glutaraldehyde + 240 mLs phosphate buffer = 250 mLs total

Fix for 2+ hours in solution, preferably 1 hour on the bench, overnight in the fridge (4(C)

· Usually use 50 mLs fixative to fix two to three large full, open flowers in Falcon tubes

· Best to use fresh gluataraldyde mixture, not sure on effectiveness if mixture stands for over 24 hours.

· Make sure all tissue is completely submerged, may need to put kim wipes in top of Falcon tube to push all material down far enough to be completely submerged.

After overnight fixation, drain off fixative and put tissue through ethanol series as follows:

50% EtOH for 1 hour and 30 minutes at -20(C

70% EtOH for 1 hour and 30 minutes at -20(C

85% EtOH for 1 hour at 4(C

95% EtOH for 1 hour at 4(C

95% EtOH overnight at 4(C

100% EtOH for 1 hour at 4(C

100% EtOH overnight at 4(C

100% EtOH for 1-2 hours at room temperature

*Can keep samples in longer than above, but don’t go shorter, need to make sure all fixative is off the tissue before using CPD.*

*Long term storage at either 70% or 95% EtOH at 4(C, with 95% often being preferred*

