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Supplementary Figure 1: A) Gating strategy for flow cytometeric analysis of CD11b, F4/80, 
Ly6G, CD64, MerTk populations performed using Flowjo software. Flow cytometric 
quantification of B) CD11b, C) F4/80+Ly6G-, D) CD64+MerTk+, and E) Ly6G in ATMs from lean 
and obese wild type (WT) mice (n=6-7).  
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Supplementary Figure 2: Representative immunofluorescence staining of the A) macrophage 
marker F4/80 (red), HIF-1a (green), DAPI (blue), and B) macrophage marker F4/80 (red), 
lactate dehydrogenase (LDH; green), DAPI (blue) in WAT of wild type mice fed HFD for 20 
weeks. Colocalization of HIF-1a with F4/80 and DAPI is shown in the merged image (arrows). 
Lower panel shows secondary antibody alone controls. Scale bar =100 µm. 
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Supplementary Figure 3: A) Representative images of immunofluorescence staining for 
pimonidazole (green), CD64 (red) and DAPI nuclear stain (blue) in WAT of obese wild type 
mice. Scale bar = 100 µm. B) Gating strategy for flow cytometer as shown for singlets, CD45, 
CD11b, F4/80 and pimonidazole populations performed by Flowjo analysis.  
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 

Pimonidazole CD64 Merge
White arrow: Pimo negative macrophages
Green arrow: Pimo positive macrophages

FSC-A

FS
C

-H

CD45-BV CD11b-APC F4/80-APC-Cy7

SS
C

-A

G
r1

-P
er

C
P

G
r1

-P
er

C
P

Pimo

%
 o

f m
ax

Singlets

CD45+

CD11b+/Gr1+

CD11b+/Gr1- CD11b+/Gr1-/F4/80+

Pimo+Pimo-

Supplementary Figure 3

B

A



 
Supplementary Figure 4: Relative mRNA expression of Pfkm1, Pkm2, Pfkb3 and Glut1 in 

Pimonidazole (Pimo)– and Pimo+ ATMs isolated from lean mice (n=3). Data are mean ± s.e.m. 

****p < 0.001. 
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Supplementary Figure 5: A) Fold change in Ucp1 mRNA in WAT of lean and obese WT and 
HKO mice. B) BAT weight of WT and HKO mice after 20 weeks of chow and HFD diet. C) 
Immunofluorescence staining of Ki67 (green) and DAPI nuclear stain (blue) in WAT of lean and 
obese WT and HKO mice. Scale bar = 100 µm. 
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