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Phospho-tyrosine dependent protein—protein

Interaction network
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Select one ORF for each
pY-reader gene
(Figure 1 & Suppl. Table S2)

Prepare bait strains with
9 NRTKs, test for
autoactivity, screen 4x
against prey matrix

pY-Y2H large scale screening

\ 4

/
/
/

899 primary hits (>=2x)
for 80 bait genes

\

1,223 primary hits (>=2x)
for 121 bait genes

l

7

Select all available ORFs
for each unscreened
(autoactive or no hit >=2x)
pY-reader gene

Prepare bait strains with
3 NRTKs, test for
autoactivity, screen 4x
against prey matrix

\ 4

324 primary hits (>=2x)
for 41 bait genes

—

Retest with kinases and empty vectors
(Suppl. Figure S3)

292 pY-PPIs and 336 npY-PPlIs
(Figure 2, & Suppl. Table S3
Suppl. Table S4)
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Figure 3. Validation of p¥-PPIs through luciferase-based co-1P assays.

A

B

Co-IP results: 187 PPIs were tested in co-IF assays with a success rate of ~50% The backgmund rate in this assay was 20-25% (Hegele et af, 201% Weimann et al,
1013).

Co-IP results for the three pY-dependent pairs that showed significantly higher binding in the co-IP assay upon induction of ABLZ (dark green) as compared to non-
induced cells (ight green). y-axis displays fold binding in comparison with a non-interacting protein tested with the same firefly-tagged protein (normalized to 1).
Errar bars show the standard deviation from an experiment performed with triplicate transfections

Selection of FIKIR3 and GRBZ co-IP results from HEKX93 cells. Co-IPs were performed in HEKI93 with induction of stably transfected ABLZ kinase and tyrosine
phosphatase inhibition throughout the cell lysis Ermr bars show the standard deviation from an experiment performed with triplicate transfections.

The same pY-dependent protein pairs as in (C), but tested with SHZ-domain mutant versions of GRBZ (RB&K) and PIK3IR3 (R90K+R3IEIK). The amino acid exchange
of the conserved arginine in the SH2 domain is known to reduce phosphorylation-dependent binding. Fold binding is normalized to wild-type GREZ or PIK3IR3
binding (1). Error bars show the standard deviation from an experiment performed with triplicate transfections
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Thanks for listening




