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Target Protein (DUB or associated protein - Bait for AP-MS in Sowa 2009)
BioPlex Interactor - HCIP Identified in Sowa 2009

BioPlex Interactor - protein identified below HCIP threhold in Sowa 2009
BioPlex Interactor not identified in Sowa 2009

ORFeome 8.1
pLenti-C-FLAG-HA λ-recombinase

pLenti-ORFeome-C-FLAG-HA 

LENTI-LIBRARY CONSTRUCTION

Quality Control Measures

Sequence validation of each Lenti 
clone streaked to single colony and
propagated individually to avoid 
cross contamination 

Transfection of Lenti clones
into packaging cells (2 days)

Infection of 293T cells (2 days) followed 
by expansion from one 6 cm dish to 

six 10 cm dishes (~12-14 days)

Harvest

EXPRESSION AND PURIFICATION

Lyse and perform anti-HA IP
in 48-well format

Elute complexes from resin with
HA peptide, followed by TCA precipitation,

trypsinization, and stage-tip clean-up 

Experimental Pipeline

Optimization of multiplicity of 
infection 

Monitor cell growth 

Monitor trypsin mis-cleavage
rate  

Monitor bait capture after elution
using anti-HA dot blot
  

Harvest at comparable
confluency (80-90%) 

LC-MS/MS analysis
MASS SPECTROMETRY

Quality assessment

CompPASS-Plus analysis

Monitor total number of peptides
and proteins identified over 1000s
of LC-MS/MS runs
  Monitor presence of bait peptides
  

Monitor LC carryover and apply
“entropy” algorithm to identify 
problematic carryover proteins
  

Positive (RAB11B) and negative
(GFP) control with every set of 
96 baits 

Unique synthetic peptide spiked in
to determine instrument performace
  

*

*

*

*

*

*

*

*

*
*

*

Dissemination
Analyze each sample in duplicate
on different mass spectrometers
in reverse run order 
  

*
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BioPlex Interactor - Interaction Observed in Rolland 2014
BioPlex Interactor - Interaction Not Observed in Rolland 2014

Target Protein - Found in BioPlex and in Rolland 2014


