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SUPPLEMENTARY APPENDIX

Online Supplementary Figure S1. Role of SRC in KPβ-induced sig-
naling and proliferation. Ba/F3 cells were transduced with KPβ and
grown in the absence of cytokines. Cells were treated with imatinib,
SU6656 (both at 1 μM) or vehicle for 4 h. The phosphorylation of
STAT5 and ERK was monitored by flow cytometry. The average of
three experiments is shown with SEM. ***P<0.001 compared to
control (Student’s t-test).



Online Supplementary Figure S2. Identification of the KANK1 domains required for Ba/F3 cell transforma-
tion by KPβ. Additional deletion mutants of KPβ were generated as described in the Design and Methods
section: m8: residues 100 to 739 of KANK1; m4: residues 2 to 287; m5, residues 2 to 202 and m6,
residues 159 to 287 (according to SWISS-PROT accession number #Q6PIB3). The KPβ-Y612A mutant con-
tains a point mutation corresponding to the tyrosine 612 to alanine substitution. Mutagenesis was per-
formed using the QuickChange XL-II kit (Stratagene) according to the manufacturer’s instructions. All
mutants were checked by sequencing. (A) A schematic representation of KPβ and mutants. CC: coiled-coil
domain; KOD, KANK1 oligomerization domain; Ig5 (octagon): Ig-like domain 5 of PDGFRβ; TM: transmem-
brane domain; Kinase: split tyrosine kinase domain. (B) Ba/F3 cells were transduced with KPβ, mutants or
the pTM-898-neo empty vector as a control. Cells were grown for 72 h in the absence of IL3 and prolifera-
tion was estimated by thymidine incorporation. All cell lines proliferated to a similar extent in the presence
of IL3 (data not shown). The average of multiple independent experiments is shown with SEM. **P<0.01
compared to KPβ (Student’s t-test).
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Online Supplementary Figure S3. Analysis of KPβ oligomerization by protein cross-linking. Cross-linking assays were performed in the presence of
bis(sulfosuccinimidyl)-suberate (BS3, Pierce) as described elsewhere.1 Briefly, 2¥105 cells were washed once with ice-cold PBS and then lysed in
200 μL of 50 mM HEPES pH 7.5, 150 mM NaCl, glycerol 10% w/v, Triton 1% w/v, EDTA 1 mM, 1 mM Pefabloc (Roche), 1 μg/mL aprotinin and 1
mM Na3VO4. After clearing by centrifugation, lysates were incubated with 0.25 or 0.5 mM BS3 for 1.5 h at 4°C. Reactions were stopped by addi-
tion of 50 mM Tris-HCl for 15 min at room temperature. Sample proteins were separated on a gradient gel (4-12%, Invitrogen) and analyzed by
western blot with anti-FLAG antibodies (Sigma) or with the anti-PDGFR antiserum CED.2 High molecular weight protein standards (Invitrogen) were
used to evaluate the molecular weight of the KPβ complexes. (A) A schematic representation of KPβ and mutants. CC: coiled-coil domain; KOD,
KANK1 oligomerization domain; Ig5 (octagon): Ig-like domain 5 of PDGFRβ; TM: transmembrane domain; Kinase: kinase domain. (B-C) Lysates of
Ba/F3 cells expressing the indicated mutant were treated with BS3 (0.25 or 0.5 mM) to cross-link protein complexes. Lysates were run on a gra-
dient denaturing polyacrylamide gel and subjected to western blotting with anti-FLAG (B) or anti-PDGFRβ antibodies (C). Balls and stars indicate
monomers and trimeric complexes, respectively. Disappearance of the monomeric forms (m1 to m5 and m11) is indicative of efficient oligomer-
ization.
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Online Supplementary Figure S4. Summary of the results. CC, coiled coil; TM, transmembrane domain; nd, not determined.


