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Expanded View Figures

Figure EV1. Detailed workflows used in this study and overall data assessment.

A Workflows used in this study for affinity purification coupled with mass spectrometry (AP-MS) and BiolD approaches. AP-MS enables the capture of protein
complexes and stoichiometries, whereas the complementary BiolD method enables capture of direct, transient/proximal interactions.

B Network topologies of RTK subfamilies. Blue nodes indicate the bait protein used in the experiment and green nodes the detected HCI proteins. Interactions detected
in AP-MS only are marked in blue, BiolD only in green, and interactions detected with both approaches are shown in burgundy.

C Proportion of HCIs shared between RTK subfamilies. Values are calculated based on the number of shared HCIs and the number of HCls in each subfamily.

D Anti-phosphotyrosine blot for 8 RTKs, showing bait RTK phosphorylation.

E Co-IP validation of RTK-RTK interactions detected via AP-MS method in the study. Spectral count values for the interactions are shown underneath.

Source data are available online for this figure.
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Figure EV2. RTK localization and AP-MS validation via CO-IP.

A Immunofluorescence microscopy images of each bait RTK. Images are divided based on the RTK subfamily. Green: Anti-HA, Blue: DAPI. Scale bar 10 pm.

B Verification of several AP-MS high-confidence interactions with Co-IP and dot blot. 83 interactions were tested, of which 69 were detected via Co-IP. The prey proteins
were tagged with Strep-HA, and bait proteins with V5 and coexpressed in HEK293 cells. For negative controls, Strep-HA-tagged GFP and V5-tagged RTKs were used.
The Strep-HA tagged proteins were immunoprecipitated with Strep-Tactin sepharose. The immunoprecipitated protein complexes were then dot blotted with anti-V5
and anti-HA antibodies.
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Figure EV3. 15-min pervanadate treatment compared to no treatment with NTRK3 BiolD and ultralD experiments.

HCI proteins of pervanadate-treated NTRK3 detected by proximity labeling approaches (BiolD or UltralD) are shown to highlight what interactions are treatment-dependent.
With ultralD (preprint: Zhao et al, 2021), 10-min biotinylation time was used for identifying interactions at the time of activation. For visualization purposes, only proteins
with significant changes (bait-normalized average spectral count difference > 2 fold, or exclusively identified in pervanadate treatment) were selected to be presented here.

© 2022 The Authors EMBO reports  23:e54041|2022  EV5



EMBO reports

DLL1-CTNNB1-CDH2 complex

MPP7-DLG1-LIN7A complex
LLGL1-PAR-6B-PRKCI complex

\
Plasma membrane SCRIB-NOS1AP-VANGL1complex RICH1-PAR3-aPKC polarity complex

lave-2 comple:

-
TIM(TIMY, TIM1 0! complex, mitochondrial
TIMMBA-TIMM13 complex
s ) A

SIMPLE-HRS-STAM1complex

3-Hydroxiacyl CoA deh

Mitochondrial ribosomal subunit:

¢ Y4

AUP1-0S9-SEL 1L-UBC6e-UBXD8complex 'V

‘"HRD1comple:

22

nthetase compl
S/

S /
'/ #a
A e X SRES
SEC23-SEC24-SCAP-SREBP1 ccomplex Z X o
/£ VIR
74

oat protein complex 4 /]),%
— >

= %%

==

SEC23-SEC24 adaptor complex proy, 14-hydrox las¢ 'XRS_WR, s /iy
T L ) /?RalBP1-CDC2-CCNB

7z 2 75 oy
Ku antigen-YY1-alphaMyHC 2
Oligosaccharyl transferase complex

“—Ffpromoter complex /7
es -
u antigen comple /

TRF2-Ku complex”,
A

__H2AX com
-CCNB1-AP2A-NUMB-EPN1 / /M /4
/ DEAF1-complex /#” -
ororin-cohesincomplex
—

M

NF2H-BAZ1A //
" y

mplex CTNNB1-FERMT2-TCF7L2 .

/// %\l;p%p-associated re-rRNA ]

CSNA—PK-KU complexes

TRARP complex RN-Ku70-Ku80-PARP1

2-SMCR8)-
(FIP200-ULK1-ATG13-ATG101)complex

C90rf72-SMCR8-WDR41 complex

rf72-SMCR! |
Cso SMe BC%X Cohesin-SA2 comple:
f O (>
{ K A

Golgi

“Vigilin-DNA-PK-Kuantigencomplex
Chromatin

Figure EV4. Enriched complexes in the RTK interactome data.
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Significantly (g < 0.05, calculated with Fisher exact test followed by Benjamini—Hochberg multiple-testing correction) enriched CORUM complexes in the interactomes of the
RTK subfamilies. The cellular localization was assigned to each complex with available GO cellular component in CORUM. Connections from subfamilies to complexes denote
significant enrichment of the complex with one or more members of the subfamily. On the right side, complexes without localization information are grouped based on their

protein composition.

Figure EV5. Analysis of EGFR interactome generated in this study.

A EGFR HCls identified in the study. Previously known interactors are denoted in brown, and novel in green.
B Most common significantly (q < 0.05, calculated with Fisher exact test and Benjamini—-Hochberg multiple-testing correction) enriched GO Biological process
annotation terms in the EGFR HCls. The top chart shows unique protein counts, while the lower chart depicts log2 fold change over expected value calculated from

the background set.
C Known interactions between previously known HCls and novel HCls.
D Co-IP validation of a subgroup of EGFR (left) and NTRK3 (right) interactors.

Source data are available online for this figure.
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Figure EV5.



