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Equilibration ~ 3.8%EG+0.5M Sucrose +6%SSS+ MEM-Glumax RT  10% ( EG+DMSO ) +20%SSS+M199 RT x 25min  10%DMSO+0.1M Sucrose + L-15+10%SSS = equilibrium at 4°C
X 3min under a constant speed x 30min

20% (EG+DMSO ) +20%SSS+M199+0.5M

19%EG+0.5M Sucrose +6%SSS+ MEM-Glumax = RT x  Sucrose = RT x 15min Program :

min 2°C 10 6°C = 2°C/min
-6°C 5min Seeding
To 40°C = 0.3°Ch

38%EG+0.5M Sucrose +6%SSS+ MEM-Glumax = RT x To -140°C = 10°C/min
1min Plunge into Nitrogen
Thawing 0.5M Sucrose +6%SSS+ MEM-Glumax ~RT x5min ~ 20%SSS+M199+1.0M Sucrose  37°C x Tmin Submerged in 37°C water bath x 2min
0.25M Sucrose +6%SSS+ MEM-Glumax  RT x 5min  20%SSS+M199+0.5M Sucrose  RT x 5min L-15+1%DMSO +0.05M Sucrose+10%SSS = 37°C x 5min
0.125M Sucrose +6%SSS+ MEM-Glumax = RT x 5min  20%SSS+M199 = RT x 5min L-15+10%SSS = 37°C x 5min
6%SSS+ MEM-Glumax = RT x 5min 20%SSS+M199 = RT x 5min L-15+10%SSS * 37°C x 5min

Supplementary Table 1. Three protocols for equilibrium and thaw solutions. RT : room temperature, EG: ethylene glycol; DMSO: dimethylsulphoxide ; SSS: synthetic serum substitute.




