DEEPN Work Flow

Laboratory Work

Make Bait Plasmids 3-7 days

Transform Bait plasmids into MATA 3 4 4,
yeast

Immunoblot lysates from
transformants to check for bait 3-4 days
protein expression

Mate transformants to MATa yeast
carrying empty prey vector plasmid 3-4 days

Test for self-activation by growing
A/a diploid yeast carrying bait and
prey on

—His media plasmids

2-3 days

Mate MATA bait-expressing
transformant with Mata yeast 2 days
population carrying prey library

Grow library populations under 1 day
non-selection conditions

Split populations and grow under

selection conditions that allow only 2-3 days
yeast with positive Y2H interaction

to grow

Harvest Yeast, isolate genomic 2-3 days
DNA, PCR across library inserts

Submit for sequencing

Computation

Map sequence reads to
genome to create SAM files

Process with DEEPN software
Genecount

JunctionMake

Run StatMaker

Inspect results with excel and
BlastQuery

Design primer sets for
amplifying prey fragments for
subsequent verification with
BlastQuery and ReadDepth
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Figure 4

Plasmids +His -His -His+3AT

pTEF-GBD pGal4AD
pTEF-GBD-Bait 1 pGal4AD
pTEF-GBD-Bait 2 pGal4AD
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Figure 6
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Commercial Y2H cDNA library.
Mouse Tissue
535,875 plasmids

Total=535875

[ Upstream, In Frame (2.7%)
Il In CDS, In Frame (6.5%)

1 In CDS, Out of Frame (37.1%)
I Downstream (53.7%)
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