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APPENDIX I:  CRYOPRESERVATION 
 
Note:  Only immature blood-stage parasites (rings) are viable by this method.  Parasitemia of 1% or higher of ring-stage parasites is 

recommended for cryopreservation.  All steps should be carried out in a biosafety cabinet under proper air flow. 
 
1. Prepare a 1× PBS-heparin anticoagulant solution using sterile 1× PBS (pH ~ 7.2) without calcium or magnesium 

(ATCC 30-2200) adjusted to contain 30 Units/mL sterile heparin. 
2. Harvest parasitized mouse blood into 25 × volume ice cold sterile 1× PBS-heparin anticoagulant solution and place on ice. 
3. Centrifuge the diluted blood culture at 1000 × g for 5 minutes at 4°C. 
4. Aspirate the supernatant carefully.  Measure the volume of packed red blood cells using centrifuge tube graduations or standard 

volume controls. 
5. To the volume of packed red blood cells, add dropwise one volume of cold (4°C) Glycerolyte 57 solution (Fenwal, Catalog No. 

4A7831, or equivalent).  Let stand for 5 minutes at room temperature. 
6. Add dropwise an additional volume of cold Glycerolyte 57 solution to the pellet.  Mix well and aliquot 0.5 mL into 1.5 mL sterile 

cryopreservation vials.  
7. Place the vials in a controlled-rate freezing unit.  From room temperature, cool the vials at -1°C/min to -40°C.  If the freezing unit 

can compensate for the heat of fusion, maintain rate at -1°C/min through this phase.  At -40°C, plunge vials into liquid nitrogen.  
Alternatively, place the vials in a Nalgene 1°C freezing container.  Place the container at -80°C for 24 to 48 hours and then plunge 
vials into liquid nitrogen. 

8. Store in either the vapor or liquid phase of a nitrogen refrigerator (-130°C or colder). 
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