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Table 1. Freezing and Thawing Procedure with DMSO for Human Embryo

(Freezing)

(Thawing procedure)

Process Time or Warming

Process

Time or Warming

Additional of cryoprotectant (DMSOQ)

PBS+10%FCS 10 min
025 M 10 min
05 M 10 min
10 M 5

Packing in straw ( 1 embryo/straw )

Cooling to 6 C - 20 C/min
Seeding at -6C 20 min
Cooling to -80C - 0.3 C/min

Plunging in liquid nitrogen - 196T

Slow thawing

Warming rate from -80Cto +4C+8C/min

Standing at room temp.

2 min

Removal of cryoprotectant (DMSO)

19 M
125 M
1.0 M
075 M
05 M
025 M
PBS+10% FCS

10 min
10 min
10 min
10 min
10 min
10 min

3 min
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Table 2. Freezing and Thawing Procedure with PROH for Human Embryo
(Freezing) (Thawing procedure)

Process Time or Warming Process

Time or Warming

Additional of cryoprotectant (PROH) Rapid thawing water bath + 300C/min

PBS+20% Serum wash embryos Removal of cryoprotectant (PROH)
1.5M PROH 15 min 1.0M PROH+0.2M Sucrose 5 min
1.5M PROH+0.1M Sucrose 15 min 0.5M PROH+0.2M Sucrose 5 min
PBS+20% Serum+0.2M Sucrose 5 min
Dehydration in freeze phase PBS+20% Serum 5 min
Cooling to -7 C -2.0 C/min
Seeding at -7C hold
Cooling to ~40°C 03 C/min Wash twice with HTF media

then culture in incubator

Cooling to -140C -140 C/min

Plunging in liquid nitrogen - 196T
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