
BACTERIAL STROGAGE AND GLYCEROL STOCKS

REAGENTS AND SOLUTIONS

Note

Use deionized, distilled water in all recipes and protocol steps. For common stock 
solutions, see APPENDIX 2; for suppliers, see APPENDIX 4.

Glycerol solution

65% glycerol (vol/vol) 
0.1 M MgSO4
0.2 0.025 M Tris·Cl, pH 8

DMSO solution

7% dimethylsulfoxide (vol/vol)

The only advantage DMSO seems to have over glycerol for frozen stocks is that it is 
easier to pipet because it is less viscous. Use a bottle of reagent- or
spectrophotometric-grade DMSO that has been kept tightly sealed.

Introduction

Most strains of E. coli can be stored for years in stab vials, or indefinitely if frozen at -
70°C. It is prudent to check the genetic markers of a strain revived from storage. Ways 
to verify the presence of other selective markers are described in Table 1.4.4.

Stabs
Use airtight, autoclavable vials with rubber or Teflon caps (not cardboard). These are 
available from Wheaton Glassware and John's Scientific ( 1/4-oz. Bijoux bottles, 
#15690-001). Fill the vials 2/3 full with stab agar (UNIT 1.1). Inoculate them with a 
single colony (see Fig. 1.3.5) by collecting most of the cells in the colony with an 
inoculating loop, then repeatedly poking the loop deeply into the agar. Leave the cap of 
the stab vial slightly loose and incubate 8 to 12 hr at 37°C, or until cloudy tracks of 
bacterial growth are evident. Seal the vials tightly and store them in a cool (15° to 22°C), 
dark place. To revive a stored strain, flame sterilize an inoculating loop (UNIT 1.1), allow 
it to cool, insert it into the stab agar, and move the loop around until a gobbet of 



	  

bacteria-laden agar is stuck onto the loop. Smear the gobbet onto one section of an LB 
plate and streak for single colonies (Fig. 1.3.1). 
 
Frozen Stocks 
 
Add 2 ml of a mid-log culture or 1 ml of a freshly saturated culture to a stab vial or a 
Nunc vial (Nunc #1087) containing 1 ml glycerol solution or DMSO solution (see 
recipes). Vials can be stored at -20° to -70°C, but most strains remain viable longer if 
stored at -70°C. Revive stored cells by scraping off splinters of solid ice with a toothpick 
or sterile pipet and streaking these splinters onto an LB plate (UNIT 1.1). Do not allow 
the contents of the vial to thaw. 
 
 
 

Adapted from From Current Protocols in Molecular Biology (on-line dated: 2004) 
 
 
 
 




