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Disclaimer

DISCLAIMER – FOR INFORMATIONAL PURPOSES ONLY; USE AT YOUR OWN RISK

The protocol content here is for informational purposes only and does not constitute legal, medical, clinical,

or safety advice, or otherwise; content added to protocols.io is not peer reviewed and may not have

undergone a formal approval of any kind. Information presented in this protocol should not substitute for

independent professional judgment, advice, diagnosis, or treatment. Any action you take or refrain from

taking using or relying upon the information presented here is strictly at your own risk. You agree that

neither the Company nor any of the authors, contributors, administrators, or anyone else associated with 

protocols.io, can be held responsible for your use of the information contained in or linked to this protocol

or any of our Sites/Apps and Services.

Abstract

This protocol outlines a simple culturing methodology for the growth of E.coli prior to Whole Genome Sequencing.

Safety warnings

Ensure good laboratory practice is followed throughout waste is suitably disposed of either through

treatment with Rely+ Virkon (liquid waste) or via autoclave (solid waste).

Before start

All culture vessels and plates should be labeled prior to use. Luria Bertani (LB) broth (Lennox) should be pre-

prepared following manufacturers instructions. All reagents and plasticware should be sterile prior to use.
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Reviving culture from stock

1 Take stock sample out of the -80oC Freezer and transfer to upright -80oC Freezer in

microbiology lab. 

Alternatively keep stock on ice whilst in use to minimize thawing.

2 Take sub-set of samples from box, place sample and plate in laminar flow cabinet and

use a sterile loop to take small amount of glycerol stock. Return to -80oC

3 Lift plate to 45 degree angle and swipe loop over pre-prepared Tryptone Bile X-

Glucuronide (TBX) agar plate using streak plating method.

Figure 1: Streak plate method for revival of E.coli isolates.

4 Incubate plates at 37oC overnight. 

Colony culture

5 Remove individual colony from overnight culture using sterile loop.

Note: E.coli on TBX will be blue, only select blue colonies.
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6 Add loop to 5ml LB (Lennox) Broth in 15ml centrifuge tube, and swirl to remove colony.

Dispose of loop.

7 Seal centrifuge tube with lid, then slighty release to allow some airflow. Place in tube

rack, and incubate overnight in a shaking incubator pre-set to 37oC and 200 rpm.

8

Figure 2: Colony culture of E.coli in LB (Lennox) Broth.

Culture pellet and preparation for sequencing

9 Remove overnight culture from shaking incubator.

10 Tighten tube lid and place in centrifuge capable of holding rotor with 15ml tube adapter.

Such as Beckman Coulter Avanti J-E, and JS 5.3 Rotor with 15ml adapters. Centrifuge at

4500 rpm for 20 minutes.

11 Remove tubes from centrifuge, and pour supernatant into waste bottle. For later

treatment with Rely+ Virkon (one tablet per 500mls).
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12 Suspend resultant pellet in Zymo DNA/RNA shield preservation buffer, in 2ml screw top

tubes provided by microbes ng. 

13 Add pellet suspension, back into 2ml tube (provided by microbes ng). 

14 Secure preparation with 2ml tube lid and store in the fridge until dispatch.
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