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Supplementary Table 1. Primer sequence used for real-time PCR 
 

 

 

Supplementary Table 2. Antibodies used in FACS analysis 
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Supplementary Table 3. Antibodies used in immunoblotting 
 

 
 

 
 
 
 
Supplementary Figure 1. Changes in CCR5 mRNA expression during adipogenesis . At day 0, 
confluent 3T3-L1 preadipocytes were induced to differentiate, and by day 9 the majority of cells had 
converted into mature adipocytes. CCR5 mRNA expression by real-time PCR was high in 3T3-L1 
preadipocytes (day 0), and this expression decreased during adipocyte differentiation. PPARγ mRNA is 
shown as a specific marker of adipocyte differentiation. 
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Supplementary Figure 2. Sequential gating strategy for analysis of ATMs. (A) FACS plot of SVCs 
isolated from epididymal WAT of 13-week-old DIO mice. After excluding cell debris, doublets, and 
dead cells by FSC/SSC parameters and PI staining, ATMs were identified as PI-CD45+NK1.1-CD3-

CD19-TER119-CD11b+F4/80+ cells. (B) FACS plot of fluorescence minus one (FMO) controls for 
CD11b (left) and F4/80 (right). Unstained, single stains, and FMO controls were used to set 
compensation and gates. PI was used to identify live cells.  
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Supplementary Figure 3. Multiplex analysis of inflammatory markers and adipokines in serum from 
Ccr5-/- mice. Multiplex analysis included TNFα, IL-1β, IL-6, leptin, and adiponectin, for which IL-6 and 
IL-1β showed similar serum levels in both WT and Ccr5-/- mice. Neither adiponectin nor leptin levels 
differed between WT and Ccr5-/- mice, although serum adiponectin was lower and leptin was higher in 
HF diet-fed mice than in NC-fed mice. *P <0.05. Multiplex assays were measured with the Procarta 
Cytokine Assay kit (Affymetrix) according to the manufacturer’s instructions. Multiplex assays were 
performed using the Bio-Plex200 (BioRad).  
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Supplementary Figure 4. Insulin signaling in primary adipocytes was not affected by the loss of CCR5. 
A representative immunoblot of phosphorylated insulin receptor β subunit (p-IRβ), IRβ, tyrosine 
phosphorylated IRS-1 (p-IRS1), phosphorylated-Akt (p-Akt), Akt, and β-actin in primary adipocytes of 
WT or Ccr5-/- mice fed a HF diet with or without intravenous insulin injection. Adipocytes were isolated 
from epididymal fat pads of mice fed a HF diet for 8 weeks, as described previously (Ruan H et al., J 
Biol Chem 278:47585-47593, 2003) 

 
 
 
 
Supplementary Figure 5. Insulin signaling in liver and skeletal muscle of Ccr5-/- mice. A 
representative immunoblot of p-IRβ, IRβ, p-IRS1, p-Akt, Akt, and β-actin in the liver and soleus of WT 
or Ccr5-/- mice fed a HF diet with or without intravenous insulin injection. 
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Supplementary Figure 6. Sequential gating strategy for analysis of CD11c+ MGL1- (M1-type) and 
CD11c- MGL1+ (M2-type) ATMs in WT or Ccr5-/- mice. (A) FACS plot of SVCs isolated from 
epididymal WAT of 13-week-old DIO mice. After excluding cell debris, doublets, and dead cells by 
FSC/SSC parameters and PI staining, ATMs were identified as PI-CD45+NK1.1-CD3-CD19-TER119-

CD11b+F4/80+ cells. The ATMs were gated for CD11c and MGL1. M1- and M2-type ATMs were 
identified as CD11c+ MGL1- and CD11c- MGL1+, respectively. (B) FACS plot of FMO controls for 
CD11c (left) and MGL1 (right). FMO controls were used for gating to determine highly pure 
populations of M1- or M2-type ATMs. 
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Supplementary Figure 7. CCR5 expression in macrophages and isolated hepatocytes in liver of mice. 
(A) Quantitation of CCR5+ macrophages in the liver from WT or DIO mice (n = 5 per group) by FACS 
analysis. Gating strategies are depicted in Supplemental Fig. 2. Data are presented as CCR5+ 
macrophage counts normalized to cell number and liver weight. (B) CCR5 mRNA expression by real-
time PCR in isolated hepatocytes (n = 4). Mouse hepatocytes were isolated as described previously 
(Kimura et al, Diabetes 61:61-73, 2012). * P < 0.05 vs. WT.   

 
 
Supplementary Figure 8. Quantification of T cells in WAT of HF diet-fed mice by FACS. FACS 
analysis of SVCs of epididymal fat pads in WT and Ccr5-/- mice fed a HF diet for 8 weeks. Total 
number of CD3+ cells (left), CD4+ cells (middle), and CD8+ cells (right). Neither CD3+ cells, CD4+ cells, 
nor CD8+ cells number differed between WT and Ccr5-/- mice. Data are T cell counts normalized to cell 
number and epididymal fat weight. 
 

 
 


