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4 Egg Harvest
• Collect on brush
• Blot brush dry

5 Eggs into CPA
• At t = 30 min
• Transfer eggs from 

brush into CPA 
at -7 °C

6 Incubation 1
• -7 °C for 7 min
• At t = 37 min 

transfer pot to 
block #2

7 Incubation 2
• -14.5 °C for 

15 min

8 Aliquot 
• Add card to block
• At t = 51:30

dispense 20 µL 
onto cards

9 Rapid cool 
• At t = 52 min
• Plunge cards with 

eggs into chilled 
LN2

10 Storage
• Cards in 2 mL 

cryovials 
• Below -150 °C

11 Thawing/    
Dilution

• Direct stream 
of 23 °C water 
onto card

Preliminary Steps

1  Pre-cool: 
• Block #1 to -7 °C 
• CPA in pot to -7 °C
• Block #2 to -14.5 °C

2 Card supports:
• Cut to size

3 Eggs 
• At t = 0 min place

150 mm Petri dish 
with water in cage

• At t = 15 min 
remove Petri dish 
from cage

Figure Title: Supplementary Figure 1. 

Figure legend: Diagram outlining the steps in the methodology for cryopreserving eggs of Anopheles mosquitoes.


