Recipients Donor
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Transposon mutagenesis protocol

1-A L '

Fill a culture tube with 15 ml of LB!
(Dap, Amp, Spec) and innoculate the |
donor strain. Incubate overnight at:
37 °C with agitation. L
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2-A) [ —¥H]

Fill an Erlenmeyer with 500 ml of
LB (Dap, Amp, Spec) and make a
1/250 dilution from the pre-
culture. Incubate overnight at 37
°C with agitation.

2-B

Fill each well of a deep-well plate:
with 1500 pl LB and innoculate the:
recipient strains and incubate;
overnight with agitation.

1-B .

Fill each well of a deep well plate
with 300 pl of molten LB Agar and
leave uncovered to dry in a
biological hood for 2 days.
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i | Centrifugation
e—— 6000 x g / 10 min.
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Add 100-150 pl (total volume)
of concentrated donors to
each well of the recipient plate.

Centrifugation
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| pelletin 10 mI LB

3270 x g 10 min.
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To quantify the efficiency of the mutagenesis, spot on
\ 3-K  selective media to obtain CFU counts of donor, recipients
3 and transposon insertion mutants.

Ressuspend

N (. Using the 20 pl of the
remaining liquid, perform

Resuspend the cell with agitation serial dilutions.

3-F ,

(900 rpm/10 min.) and follow 20y
with a quick spin. B
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Cover with gas permeable Add 400 pl of selection Transfer 400 pl (total volume) to

Add 50-100 pl (total volume) of
mixed donors and recipients to

, each well of the conjugation

plate. Let dry 1 hour in a

biological hood.

film and let conjugate at 37 °C

for 2 hours.

a new deep- well filled with 1500
pul - of selective medium and
incubate overnight with agitation.

medium and ressuspend with
agitation (900 rpm / 10 min.).
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Transfer 200 pl of culture to a new deep-well filled with
selective medium.
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Transfer 100 pl of culture to a new deep-well filled with
selective medium.
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1 Transfer 100 pl of culture to a new deep-well
. filled with selective medium.
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, Transfer 100 pl of culture to a new deep-well filled with
1 selective medium. (Optional) Pellet cells, remove

: supernatant and resuspend in 75 pl of 50 % glycerol to

1 have backup for DNA extraction.

//' 8-A . 8-B //’ Pellets ready
2\ A ~ , for DNA
@ —s extraction.
g Se=ml. T 4 Can be stored
2 — N at-80 °C until
AN ". ) S extraction.
. Centrifugation Discard supernatant

3270 x g/ 10 min.




