
Supplement 

Browning capacity of mouse white preadipocyte cell line 3T3-L1 as positive control 

Mouse 3T3-L1 cells were differentiated to adipocytes and beige adipocyte differentiation potential was tested 
using different beige adipose tissue inducers similarly to that of raccoon dog primary adipocytes as described 
(4.3.1. Differentiating primary adipocytes and browning inducing peptide treatments). Briefly, 1 × 105 cells 
were plated on to 6-well plates, differentiation was initiated by switch to induction medium for 2 days 
followed by the 3 days maintenance medium. The tested browning inducing peptides and chemicals were 
supplemented in maintenance medium for the treatment. Irisin/FNDC5 (Abcam, Cambridge, UK) 50 nmol/L 
[1,2] and apelin-12 100 nmol/L [3], were tested for 4 days. Lactate 50 mmol/L [4] and bone morphogenic protein 
7 (BMP7, R&D Systems, Minneapolis, Minnesota, USA) 3.3 nmol/L [5], were tested for 2 days. Isoprenaline 5 
µmol/L was tested for 15-hour treatment [6]. Adipocyte differentiation was confirmed with Oil red O staining 
and RNA was isolated from the cells. 

 

Supplementary figures 

 

Figure S1: Histological hematoxylin-eosin staining. Histological hematoxylin-eosin staining of the active areas 
detected for FDG retention of one of the wild-born raccoon dogs imaged with PET/CT. The sample turn out 
to be muscle and white adipose tissue a), and the other sample was lymph node b). Paraffin-embedded tissue 
sections at × 5 original magnification. The images on the left show high-power views (× 20 magnification) of 
the area within the black rectangle on the right images. M = muscle, WAT = white adipose tissue, LN =lymph 
node. 



 

 

Figure S2. Relative expression of UCP1 in mouse 3T3-L1 cells. The cells (n = 4) were treated with 5 µmol/L iso-
prenaline for 15 hours as positive control; 100 nmol/ apelin-12 and 50 mmol/L lactate for 4 days and 3.3 nmol/L 
BMP7 and 50 nmol/L irisin/FNDC5 for 2 days. Control cells were treated with PBS. UCP1 expressions are 
normalized to the expression of B2M and the result values are presented as mean ± SD. Statistically significant 
differences are indicated by ** p ≤ 0.01 and *** p ≤ 0.001. 

 

Supplementary table 

Table S1: AIM and AMM reagents. 

Adipogenic Media Reagents 

AIM (Adipogenic induction media) -DMEM (Sigma Aldrich, St. Louis, Missouri, USA) 
with 4500 mg/mL glucose 
-10% FBS, 1% penicillin/streptomycin (Thermo 
Fisher Scientific, Waltham, Massachusetts, USA) 
-1 µmol/L dexamethasone (Sigma Aldrich) 
-0.5 mmol/L methylisobutylxanthine (Sigma 
Aldrich) 
-1.7 µmol/L insulin (Novo Nordisk, Bagsvaerd, 
Denmark) 
-200 µmol/L indomethacin (Sigma Aldrich) 
-1 µmol/L rosiglitazone (Sigma Aldrich) 
-1 nmol/L 3.3’,5-L-thyronine sodium salt (Sigma 
Aldrich) 

AMM (Adipogenic maintenance media) -DMEM (Sigma Aldrich) with 4500 mg/mL glucose 
-10% FBS, 1% penicillin/streptomycin (Thermo 
Fisher Scientific) 
-1.7 µmol/L insulin (Novo Nordisk) 



-1 µmol/L rosiglitazone (Sigma Aldrich) 
-1 nmol/L 3.3’,5-L-thyronine sodium salt (Sigma 
Aldrich) 
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