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1. Subculture insect cells growing exponentially in a conventional medium into a 1:1 ratio 
of the SFX-Insect medium and serum-supplemented medium with the cell density 
between 5 x 105 to 1 x 106 viable cells/ml. 

2. Incubate the cultures until viable cells undergo one to two population doublings.  
Subculture cells by mixing equal volume of the cell suspension in a conditioned medium 
and fresh SFX-Insect Medium (1:1). 

3. Continue to subculture the cells in this manner until the serum concentration is reduced 
below 0.05%, cell viability is >85%, and the viable cell concentration is greater than 2 x 
106 cells/ml. 

4. Subculture cells when viable cell concentration is increased from 5 x 105 to 2 x 106 
cells/ml, or when 1 x 106 to 3 x 106 cells/ml or better is achieved. 

5. For cryopreservation of the SFX-Insect adapted cells, follow the instructions described in 
step 6 in “Direct Adaptation to SFX-Insect Medium.” 

6. Recover the cells from cryopreservation, expand and check recombinant protein 
expression. 

7. Expand recovered serum-free medium adapted cells from cryopreservation and prepare a 
Master Cell Bank using the lowest passage possible. 
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