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HB101 glycerol
stocks stored at
 -80°C for any 
length of time

Is the school 
-20 °C freezer 

frost-free?

Defrost, dilute, and
plate immediately

Store the cells and
defrost them within 
2 months

YES NO

To determine the plating dilution required, calculate how
long the cells have been stored at -20°C using the formula:
t = 60 - n, where
t = the total number of days the cells have been stored at
-20°C
n = the number of days the cells have been stored at
-20°C at the school

Prior to plating,
cells will be diluted 1/10,000 in LB broth as follows:

1) Add 2 µL of glycerol stock to 198 µL of LB broth to 
    make a 1/100 dilution. 

2) Add 10 µL of the 1/100 diluted stock you just made 
    to 990 µL of LB broth.  

The result is a 1/10,000 total dilution of the original 
glycerol stock.

Prior to plating,
cells will be diluted 1/1,000 in LB broth as follows:

1) Add 2 µL of glycerol stock to 198 µL of LB broth to 
    make a 1/100 dilution. 

2) Add 100 µL of the  1/100 diluted stock you just made 
    to 900 µL of LB broth.  

The result is a 1/1,000 total dilution of the original 
glycerol stock.

Pipette 50 uL of the fully diluted stock onto an LB plate
and spread evenly.

Allow the plates to grow at 37°C for 1 to 1.5 days (or
until colonies reach desired size).

Three to five colonies grown for 1
day at 37°C provide a sufficient
amount of bacteria for a single
transformation.
If a lower density is desired, an
additional dilution can be
performed, and 1 or 2 larger
colonies can be used instead. Cells stored at -20°C for 22 to 60

days and grown for 1 day at 37°C.
Cells stored at -20°C for 21 days or less
and grown for 1 day at 37°C.
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Is t < 21?

YES NO


