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Inventory

There are no supplemental experimental procedures or additional references.

Figure 1S: Effects of the SU6656 on body mass and physical activity in the Fyn null mice. Related to
Figure 2 that shows the effects of SU6656 in wild type mice.

Figure 2S: Requested by the editor. Composite image for significant representation of C2C12 cells
treated with vehicle or SU6656. Related to Figure 4A.

Figure 3S: Requested by the editor. Composite image for significant representation of C2C12 cells
transfected with Fyn-CA or Fyn-KD. Related to Figure 4C.

Figure 4S: Requested by the editor. Composite image for significant representation of 3T3L1 cells
transfected with Fyn-CA or Fyn-KD. Related to Figure 4E.

Figure 5S: Requested by the editor and the reviewers. Representation of 3T3L1 cells transfected with
STRADa, Fyn-KD or Fyn-CA and signal quantification. Related to Figure 4.

Figure 6S: Represents the JPT peptide technology. Related to Figure 5.

Figure 7S: Represents the effects of LKB1-Y261/365F double mutant in vivo. Related to Figure 7.

Supplemental Figure Legends

Figure S1: SU6656 does not induced weight loss or alter locomoter activity in the Fyn null mice.
A) Body Mass before (T= 0, open bar) and after (T= 12 h (dark bar) vehicle or SU6656 injection to the
Fyn null mice. B) Locomotor activity.

Figure S2: The selective Src family kinase inhibitor SU6656 alters LKB1 subcellular distribution
in C2C12 myotubes. Five representative images of C2C12 myotubes transfected with pEGFP-LKB1
and incubated with vehicle (A) or SU6656 (B). Cells were imaged as described in Figure 4.

Figure S3: Expression of kinase-defective Fyn in C2C12 myotubes results in nuclear export of
LKB1. Five representative images of C2C12 myotubes co-transfected with pEGFP-LKB1 and pcDNA3-
Fyn-CA (A) or pcDNA3-Fyn-KD (B). Cells were imaged as described in Figure 4.

Figure S4: Expression of kinase-defective Fyn in 3T3L1 adipocytes results in nuclear export of
LKB1. Five representative images of differentiated 3T3L1 adipocytes co-transfected with pcDNA3-LKB1
and pcDNAS3-Fyn-CA (A) or pcDNA3-Fyn-KD (B). Cells were imaged as described in Figure 4.

Figure S5: STRADo does not affect Fyn-induced LKB1 translocation into the nucleus. A) Fully
differentiated 3T3L1 adipocytes were transfected with pcDNAS3-Flag-LKB1 (panels a-c) or with pcDNA3-
Flag-LKB1 and Omni-STRADa (panels d-g). Immunofluorescence was performed using a mouse Flag



monoclonal antibody and rabbit Omni monoclonal antibody followed by Alexa Fluor 488 anti-mouse IgG
(green) and Alexa Fluor 647 anti-rabbit IgG (purple). Nuclei were visualized with DAPI (blue). B) Fully
differentiated 3T3L adipocytes were co-transfected with pcDNA3-Flag-LKB1, Omni-STRADoa and
pcDNA3-V5-Fyn-CA (panels a-e) or pcDNA3-V5-Fyn-KD (panels f-j). Immunofluorescence was
performed using a mouse Flag monoclonal antibody, a chicken V5 polyclonal antibody and rabbit Omni
monoclonal antibody followed by Alexa Fluor 488 anti-mouse IgG (green), Alexa Fluor 594 anti-chicken
(red) and Alexa Fluor 647 Anti-rabbit IgG (purple) secondary antibodies. Nuclei were visualized with
DAPI (blue). C) Quantification of the LKB1 signal in the cytoplasm of 3T3L1 cell. Data are representative
of n = 3 experiments.

Figure S6: A) Sequence of the 141 LKB1 overlapping peptides used as targets for the identification of
tyrosine acceptors for Fyn kinase phosphorylation. B) Scheme of the glass slide where the 141
overlapping peptides corresponding to LKB1 sequence was immobilized. C) Potential tyrosine site
phosphorylated by Fyn.

Figure S7: Expression of the LKB1-Y261/365F double mutant increases T'>-AMPK
phosphorylation. A) Tibialis anterior muscle was transfected with V5-Fyn-CA and muscle extracts were
immunoblotted for Fyn and LKB1. B) Muscle extracts were immunoprecipitated with the LKB1 antibody
and immunoblotted with the PY100 phosphotyrosine and LKB1 antibody. C) HelLa cells were transfected
with the GST-AMPK o subunit cDNA and Flag-LKB1-WT or Flag-LKB1-Y261/365F double mutant
cDNAs. Levels of LKB1 and AMPK o subunit expression were assessed by immunoblotting with a Flag
or AMPK a subunit antibody, respectively. AMPK o subunit phosphorylation were determined using the
phospho T172 specific antibody. D) Tibialis anterior muscle was transfected with the Flag-LKB1-WT or
Flag-LKB1-Y261/365F double mutant cDNAs. Levels of LKB1 expression and endogenous AMPK «
subunit levels were assessed by immunoblotting with a Flag or AMPK a subunit antibody, respectively.
Endogenous AMPK o subunit phosphorylation were determined using the phospho T172 specific
antibody.



