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Supplementary Table 1. The list of antibodies used in this study 
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Supplementary Table 2. Primer information for genotyping 
The tissue-specific AS160 knockout mice were genotyped for two loci including the AS160 flox allele 
and the Cre. The AS160E6/7KO mice were genotyped using three primers to detect WT and KO allele 
simultaneously. 
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Supplementary Table 3. Primer information for QPCR analysis of expression of target genes 
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Supplementary Table 4. Blood chemistry in the AS160E10KO mice upon fasting or refeeding 
The male wild-type and AS160E10KO mice (6-month-old) were fasted overnight (16 h) or refed with 
normal diet for 1 h after overnight fasting. Blood was withdrawn via tail bleeding, and blood chemistry 
was determined as described in the materials and methods. WT, n = 8; AS160E10KO, n = 5. The data are 
given as the mean ± SEM. 
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Supplementary Table 5. Plasma levels of amino acids in the AS160E10KO mice upon fasting or 
refeeding 
The male wild-type and AS160E10KO mice (2-month-old) were fasted overnight (16 h) or refed with 
normal diet for 1 h after overnight fasting. Blood was withdrawn via tail bleeding, and amino acids in 
the plasma were determined as described in the materials and methods. WT fasted, n = 7; AS160E10KO 
fasted, n = 4; WT refed, n = 6; AS160E10KO refed, n = 6. The data are given as the mean ± SEM. n.d., not 
detectable. * p < 0.05, ** p < 0.01. 
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Supplementary Figure 1. Generation and characterization of the AS160f/f and AS160E6/7KO mice 
A. Diagram of strategy for generating the AS160f/f and AS160E6/7KO mice. B. AS160 expression in 
lysates of brain from the WT and AS160E6/7KO mice. The sheep anti-AS160(N) antibody recognizing the 
N-terminus (1−280 aa) of AS160 was used to detect full-length AS160 and the putative N-terminal 
fragment. No N-terminal fragment of AS160 could be detected.  
 
C. AS160 expression in lysates of soleus muscle from the WT and AS160E6/7KO mice. The sheep anti-
AS160(N) antibody recognizing the N-terminus (1−280 aa) of AS160 was used to detect full-length 
AS160 and the putative N-terminal fragment. No N-terminal fragment of AS160 could be detected. 
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Supplementary Figure 2. Generation and characterization of the tissue-specific AS160 knockout 
mice 
A. Diagram of strategy for generating the tissue-specific AS160 knockout mice. 
B. AS160 protein levels in various tissues of the AS160f/f;Nes-Cre mice. 
C. AS160 mRNA levels in the liver of the AS160f/f;Alb-Cre mice. 
D. AS160 protein levels in various tissues of the AS160f/f;Alb-Cre mice. 
E. Blood glucose levels before and after refeeding for 60 min with normal diet after an overnight fast in 
male AS160 liver- or neuron-specific knockout mice at 6 weeks of age. a indicates p < 0.001 (AS160f/f 
refed vs AS160f/f fasted), b indicates p < 0.001 (AS160f/f;Alb-Cre refed vs AS160f/f;Alb-Cre fasted), 
and c indicates p < 0.001 (AS160f/f;Nes-Cre refed vs AS160f/f;Nes-Cre fasted). 
 
Data are given as means ± SEM. Statistical analyses were carried out via t-test for C, or via two-way 
ANOVA for E. n.s., not significant. * p < 0.05. The numbers shown on the columns indicate the number 
of samples used in the experiments. 
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Supplementary Figure 3. GLUT4 quantitation and PKB phosphorylation in the muscle- and fat-
specific AS160 knockout mice 
A. Quantitation of GLUT4 in various tissues of the muscle- and fat-specific AS160 knockout mice. 
Representative blots were shown in Fig. 3E. At least four samples per tissue were used for quantitation. 
Statistical analyses were carried out via t-test. ** p < 0.01, *** p < 0.001. 
 
B. PKB phosphorylation in soleus muscle of the skeletal muscle-specific AS160 knockout mice in 
response to insulin. C. PKB phosphorylation in WAT of the skeletal muscle- or adipose-specific AS160 
knockout mice in response to insulin.! 
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Supplementary Figure 4. Generation and characterization of the AS160R917K knockin mice 
A. Diagram of strategy for generating the AS160R917K mice. The Arg917 (the surrounding sequence is 
LVDLGrTFP, Arg917 shown in lower case bold, and numbering is according to NP_001074747.2) on 
AS160 was changed to lysine by point mutagenesis. The selection marker, Neo gene, which was flanked 
by loxP sites was removed via in vivo Cre-mediated cleavage in the AS160R917K knockin mouse. 
B. Genomic DNA sequences of the WT and knockin AS160 allele in the heterozygous AS160R917K mice. 
C. Quantitation of GLUT4 in various tissues of the AS160R917K knockin mice. The blots shown in Fig. 
5B were used for quantitation. n = 3. Statistical analyses were carried out via t-test. ** p < 0.01, *** p < 
0.001. 
 

 


