M1D4.
DNA cloning



Lab business

1. Lab treat next time...real treats today ©
— Feel free to grab a goodie during any downtime
— Door code =

2. Homework due M1D4 (today)
— Exp #1 schematic diagram and methods draft
— Exp #2 primer design table with caption
— Ligation calculation spreadsheet

3. Notebook entry will be collected M1D8
— D4, D5, and D7 possible



Module 1 conceptual overview

Diagnostics =
disease
prediction and
model
development

EXP 1: compare bacterial composition in two
distinct bird populations

N
EXP 2: develop assay to detect AlV in bird
fecal samples




Experimental overview
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\ PCR purification overview
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Gel electrophoresis results
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You have 16S sequences, now what?

* Cloning with sticky ends
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* Cloning with blunt ends
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pPCR-Blunt cloning system

pCR™-Blunt
3:5:kb

wo ond



Base Pairs Mass (ng)
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Homework calculations
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You cloned your sequences, now what?
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Why do we transform cloning products?
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Important procedural notes

Pair up with another group for centrifuge
spins

Use nitrile gloves when handling DNA gel
electrophoresis supplies

Keep the ligase enzyme on ice (only one tube
for class)

Be very careful with competent cells
Wash your hands before you grab a snack
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Today

PCR product clean up

Gel electrophoresis
(Pre)lab discussion
Cloning and transformation

Finis
Com

N paper discussion

nlete transformation

Homework
— Prepare figure with caption using PCR gel image

— Choose article for journal club presentation



