Lab practice 2

25/26
oth and 9th October 2025



Lab Safety

* Emergency exit
* No food
* No drinks

*Appropriate code of conduct

* No telephone, checking messages or smart phone

calls or video, you can go outside



Lab Safety

* Wear Lab coat with name tag

* Wear goggles

* No open shoes and sandals

* No shorts, skirts

* No long pendents (earrings and neckless)

* No bracelets

* Tie your hairs

 Write your name on the foolscap (one per group)

* Take a break when you need it, inform your lab mates



Vocabulary

Spectrophotometer
OD, optical density
Cuvette
Petri dish
Vials, tubes
Micropipettes
Tips
Waste
Replica plating
Bunsen burner
Alu-foil
Ethanol
Parafilm
Swarming



Proficiency In pipetting

0.1 mL=100 |,IL
0.01 mL=10 pyL

Color coding for tips and pipettes



Replica plating

lambda phage

replica plating
fertility factor

Esther Ledergberg was an American
microbiologist and pioneer of bacterial
genetics. Her notable contributions
include the discovery of the lambda
phage, the transfer of genes between
bacteria by specialized transduction,
the development of replica plating,
and the discovery of the bacterial
fertility factor F (F plasmid). These
contributions laid the foundation for
much of the genetics work done in the
latter half of the twentieth century.
Lederberg also founded and directed
the Plasmid Reference Center at
Stanford University, where she
maintained, named, and distributed
plasmids of many types.



Replica plating, principle

identify Colonies able to
Km#-sensitive colonies .
grow on diverse
media
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transfer on fresh agar plate
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https://app.jove.com/t/60749/quantification-
plasmid-mediated-antibiotic-resistance-an-

block with sterile velvet cloth replica of the colonies



Mac Conkey Agar
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Experiment flow 1

. A LB plate with microbial colonies

. Take a picture of plate and draw the colonies and number
them

. Replica plating on different media (LB, OF MS, MAC, ZoBell)

D. Turn in the foolscap paper

. Incubating for 3 days and taking pictures (in plastic bag +
wet wipe)
Counting colonies and plotting growth dynamic

. Writing final RESULT report on e-book (pictures and number)
and answer questions by next Monday or Thursday

. Bring back plates
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Replica plating questions

1. How many colonies did grow on
the different media Iin

comparison to the control plate?
2. What colonies did grow?

3. What can you infer from these
colonies?



iScience, Volume 26, Issue 10, 108000

Spacapan, Mihael et al.

Quorum Sensing
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Acyl homoserine lactones (AHL)
Quorum Sensing (QS) cell-cell
communication system

Coordinated behaviour, depending on how many cells
there are in the vicinity —> gene activation



Swarming motility

https://app.jove.com/v/60915/time-lapse-imaging-
bacterial-swarms-collective-stress
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Nature Reviews | Microbiology
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Experiment flow 2

Measure OD of SWATS3 bacterium at 660 nm

Pierce the center of the ZoBell plates at 0.3% and 1.5% agar

Turn in the foolscap paper

Take picture (ALSO IN THE DARKNESS) of TO and a picture of the
petri dish with a ruler

Incubating for 5 days and taking pictures (in plastic bag + wet wipe)

Measure the diameter

. Writing final RESULT report on e-book (pictures and number) and

answer questions

. Bring back plates
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Spectrophotometer
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https://psiberg.com/spectrophotometers/

Double beam spectrophotometer
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Quorum sensing questions

1. Did you notice a difference In
the growth on 0.3% vs 1.5%7? If
yes, explain.

2. How fast did the colony on 0.3%
spread vs the one on 1.5%?
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e OneNote

e Create and share a notebook



Replica plating questions

1. How many colonies did grow on
the different media In

comparison to the control plate?
2. What colonies did grow?

3. What can you infer from these
colonies?



Reporting

Replica plating




. Replica plating

Colony Colony Colony Colony Colony Colony
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Replica plating: answer

How many colonies did grow on the
different media in comparison to the

control plate?
What colonies did grow?

What can you infer from these colonies?



Quorum sensing questions

1. Did you notice a difference In
the growth on 0.3% vs 1.5%7? If
yes, explain.

2. How fast did the colony on 0.3%
spread vs the one on 1.5%?



Reporting

Quorum sensing
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Diameter growth (mm)

T1 § T2 | T3 § T4 | T5
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Quorum sensing: answer

1. Did you notice a difference In
the growth on 0.3% vs 1.5%7? If
yes, explain.

2. How fast did the colony on 0.3%
spread vs the one on 1.5%?



