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Supplementary Figure S2, Validation of P-202, P-203 and P-202/203 antibodies
(Related to Figure 3). Dot blot assays were carried out to determine the specificities
of AKT1S1 P-S202 (A), P-S203 (B) and P-S202/203 (C) antibodies. Anti-sera were
used at 1:1000 dilutions. Synthetic phosphor-serine containing peptides (P) that was
used in making each antibody and the control peptides (Con) that have the same
amino acids sequence but devoid of phosphor-serines were fixed onto nitrocellulose
membrane at the concentrations as indicated, the signal of antibodies reactive to each
antigen and to each control peptide was detected by chemiluminescence on Typhoon

(GE).
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Supplementary Figure S3, S202/203 phosphorylation increases AKT1S1-14-3-3
interaction (Related to Figure 4). A, Purified 14-3-3 was incubated with AKT1S1 or
2SA with or without PKM2 in vitro. After reaction, the levels of P-S202/203 of Flag
beads purified AKT1S1 or 2SA and the amount of 14-3-3 pulled down by purified
AKT1S1 or 2SA was determined (western blot) and quantified (numeric). B, 14-3-3
was co-expressed with either AKT1S1 or 2SE in HEK293T cells, the amount of 14-3-3
co-immunoprecipitated with either AKT1S1 or 2SE with expressing PKM2 or without

expressing PKM2 were determined.
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Supplementary Figure S4, PKM2 activates mTORC1 (Related to Figure 5).
Growth curves of AKT1S1 knockdown HEK293T cells that stably overexpressing
ShRNA resistant AKT1S1 (rAKT1S1) (A) or 2SE (r2SE) (B) were detected with and
without overexpressing PKM2.  Growth curves of HEK293T cells with and without

overexpressing PKM2 were determined in each experiment as controls.
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Supplementary Figure S5, PKM2 overexpression prevented serum starvation
induced autophagy in HEK293T, HCT116°**" and HCT116°**" cells (Related to
Figure 6). Cells were cultured under either normal DMEM or serum starvation (SS)
conditions. The levels of LC3B and p62 in HEK293T cells and HEK293T cells
expressing PKM2 (A), in HCT1167°*"* cells and HCT1167%*** cells expressing PKM2
(B), in HCT116”” cells and HCT116%" cells expressing PKM2 (C), were

determined and quantified.






