
Figure S1 related to Figure 1: (A) Lipid metabolism proteins that were differentially expressed in Ric WT vs Ric mKO muscle as identified in the 
proteome analysis by MS. (B) Principal component analysis of the metabolome revealed a distinct separation between Ric WT and Ric mKO muscles 
suggesting that mTORC2-deficient muscle possess a unique biochemical signature. (C) Directional changes of glucose and lipid metabolites that were 
altered based on p<0.1 as identified by the metabolomic screen. (D) Random forest analysis (a supervised classification technique based on an 
ensemble of decision trees) resulted in a predictive accuracy of 93.75% (shown in the inset table).  A value of 93.75% is greater than one would expect 
by random chance alone (50%), suggesting that these metabolites may be of interest as candidate biomarkers associated with mTORC2 expression. 
Listed are the top 30 metabolites based on their importance in separating the two groups.  
 

Figure S1 



Figure S2 related to Figure 1 and 2: (A) Liver triglyceride levels (n = 6-8). (B) Representative blot and 
quantification of p-FoxO1 Ser256 in quadriceps muscle lysate from Ric WT and Ric mKO mice that had been 
injected with saline or glucose (n = 8-9). FoxO1 total serves as loading control.  
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Figure S3 related to Figure 5: (A,B) The effect of FoxO1 knockdown using individual FoxO1 (FoxO1 (1), FoxO1 (2), 
FoxO1 (3)) siRNA sequences (methods online) on gene expression of FoxO1 and PLIN3 under control (Ctr) conditions 
and in response to AMPK activation by AICAR (AIC) plus A769662 (AB) (n = 3) as described in methods online. (C) 
The effect of AMPKα knockdown on PLIN3 expression following AMPK activation by AICAR (AIC) plus A769662 (AB).  
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