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Exercise

Sequencing
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Associations
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Experiment design

e Sequencing your own microbiome

e What do we want to analyse
—Intervention
e What changes the microbiome
e How would you set up a design

e What information would be useful for an association
analysis afterwards
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Sampling
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Wednesday 12 September
Workflow for purification

PowerLyzer™ PowerSoil® DNA Isolation Kit

Prepare Sample - Add soil sample to Bead Tube
- Add Solution C1
I - Bead Beat or Vortex
L
i Centrifuge
Protein Precipitation - Add Solution C2

- Incubate at 4°C

Centrifuge

——— @

Inhibitor Removal Technology® - Add Solution C3
- Incubate at 4°C

- &

for PowerVac™
Mini Spin Filter

lAltemate Protacol
Adapter

Centrifuge

€ 1

Bind DNA - Add Solution C4
- Load into Spin Filter

- 9

Centrifuge Vacuum
Wash ! " - Wash with Solution C5
‘I, L
| Centrifuge | Centrifuge
Elute - Elute with Solution C6 Elute - Elute with Solution C6
v v
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Wednesday 19 September
Workflow for Library preparation

GENOMIC DNA
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Adapters with

Cluster Sequence

40 Minutes

ENEEEEEEEEEEEEEEEEEEEE (Optional Stop Point)
ENEEEEEEEEEEEEEEEEEEEE

OPTIONAL SIZE SELECTION
30 Minutes

EIEEEEEEEEEEEEEEEEEEEEE (Optional Stop Point)
ENESESENEEEEEEEEEEEEEEEN

PCR

< ADAPTER LIGATION
30 Minutes

30 Minutes
(Optional Stop Point)

BEAD CLEANUP

BRIDGE AMPLIFICATION COMPLEXITY REDUCTION
(CLUSTER GENERATION) (SEQUENCE CAPTURE)
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Bristol Stool Chart
Type 1 000 9 Separate hard lumps, like nuts
. w (hard to pass)
Type 2 - Sausage-shaped but lumpy
Type 3 ‘ Like a sausage but with cracks
on the surface
Type 4 \ Like a sausage or snake,
smooth and soft

Type 5 “: :

Soft blobs with clear-cut edges

Fluffy pieces with ragged
edges, a mushy stool

p

Watery, no solid pieces.
Entirely Liquid
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Exercise 11
e Prepare a laboratory working protocol

— Containing all relevant information

— Easy to follow

— Information about the samples nhumber ect.
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