Packaging Extracts

Media: 
NZY Broth



10.5 g NZY



500 ml dH20



1.8 ml 1M NaOH



Autoclave!

Solutions (make fresh day of use, filter sterilize all, and keep on ice)

Sucrose Solution



1 g sucrose



500 (l 1M TrisCl, pH 8.0

9.5 ml ddH20

Lysozyme Solution

0.020 g lysozyme

100 (l 1M TrisCl, pH 8.0

9.9 ml ddH20

Sonication Buffer

400 (l 1M TrisCl, pH 8.0

40 (l 0.5M EDTA

7 (l BME

up to 20 ml ddH2O

Packaging Buffer

15 (l 1M TrisCl, pH 8.0

0.032 g spermidine

0.020 g putrescine

50 (l 1M MgCl2
5.25 (l BME

750 (l 0.1M ATP. pH 7.0

up to 2.5 ml ddH2O

Packaging Extracts: Freeze Thaw Day 1 and 2
2 Days Before:
Streak 2 fresh LB plates with BHB2688




Grow overnight at 30(C and 42(C





(42 is only to check the strain for contamination)

1 Day Before:
Prepare 3L NZY Broth in 6 2L flasks 

(plus additional NZY Broth for overnight culture) 

Inoculate 200 ml NZY with a colony of BHB2688




Grow overnight: shaking incubator, 30(C (~15-16 hours)

Day 1:
Inoculate 6 flasks with 25 ml each of overnight culture



Grow in 32(C shaking incubator until OD600=0.6 (2-3 hrs)

Transfer flasks to 60(C shaking waterbath (I do 3 at a time) 

Read internal temp, once it reaches 45(C transfer flasks to 45(C 

waterbath for 15 minutes, shaking periodically 



Return flasks to shaking incubator now set at 38-39(C 

(do not exceed 40(C)

Shake for 2-3 hours

Near end of time remove 2 ml of culture and add 1 ml each into 

2 tubes, add 5-6 drops chloroform to one to see if it clears when kept at 37(C for 2-3 minutes, if clears

Spin all cultures in large bottles, 4800 RPM, 10 min, 4(C

Drain off supernatant, wipe inside of bottles with Kimwipes 

(do not disturb pellets!)

Resuspend all pellets in a total of 6 ml sucrose solution

Dispense 500 (l aliquots (using wide bore tip) into 1.5 ml tubes 

with 25 (l lysozyme solution, mixing as you go

Quick freeze with liquid Nitrogen, store at -80(C

Day 2:
Thaw all tubes on ice for at least 1 hour



Add 25 (l packaging buffer to each tube (keeping on ice!)



Use glass spooler and wide bore tip to combine “goop” into 2 

oak ridge tubes 



Spin in ultracentrifuge 45,000 RPM, 3 hrs, 4(C (TY65 rotor)



Carefully transfer supernatant from pellet with Pasteur 

pipette into chilled 15 ml conical tube

Aliquot 80 (l per tube, quick freeze with liquid Nitrogen

Store at -80(C 

Packaging Extracts: Sonicate Extracts
2 Days Before:
Streak 2 fresh LB plates with NM759




Grow overnight at 30(C and 42(C





(42 is only to check the strain for contamination)

1 Day Before:
Prepare 1L NZY Broth in 2 2L flasks 

(plus additional NZY Broth for overnight culture) 

Inoculate 75 ml NZY with a colony of BHB2688




Grow overnight: shaking incubator, 30(C (~15-16 hours)

Day 1:
Inoculate 2 flasks with 25 ml each of overnight culture



Grow in 32(C shaking incubator until OD600=0.3 (2-3 hrs)

Transfer flasks to 60(C shaking waterbath  

Read internal temp, once it reaches 45(C transfer flasks to 45(C 

waterbath for 15 minutes, shaking periodically 



Return flasks to shaking incubator now set at 38-39(C 

(do not exceed 40(C)

Shake for 2-3 hours

Near end of time remove 2 ml of culture and add 1 ml each into 

2 tubes, add 5-6 drops chloroform to one to see if it clears when kept at 37(C for 2-3 minutes, if clears

Spin all cultures in large bottles, 4800 RPM, 10 min, 4(C

Drain off supernatant, wipe inside of bottles with Kimwipes 

(do not disturb pellets!)

Resuspend all pellets in a total 7.2 sonication buffer and 

transfer to 2 polypropylene tubes

Sonicate in 3 second bursts 10-14 times, keeping on ice 30 


seconds between each time

Spin 10,000 RPM, 10 minutes, 4(C

Transfer supernatant to chilled 15 ml conical tube

Add 1/2 volume (of supernatant) sonication buffer



Add 1/6 (original) volume packaging buffer



Aliquot 120 (l per tube

Quick freeze with liquid Nitrogen, store at -80(C

