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XE/H: Lactobacillus amylovorus KU4 ameliorates diet-induced obesity in mice by
promoting adipose browning through PPARy signaling
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Figure 1. Te efect of LKU4 administration on HFD-induced obesity and insulin resistance. LKU4 or PBS was administered daily to C57BL/6
male mice for 14 weeks during feeding with a ND or a HFD. Body weight (A), food intake (B), and tissue weight (C) of mice were measured
as indicated (n=8—10 per group). (D) Shown are representative images (lef upper), histology (lef middle), and adipocyte size (in diameter;
lower) in iWAT from each group of mice (n=160 adipocytes; 40 adipocytes x 4 animals per group). (E) Representative images (lef upper),
histology (lef middle; n=4 per group) and triglyceride content of the eWAT and the liver (lower; n=6-9 per group). (F) Plasma levels of free
fatty acids, triglycerides, glucose, and insulin (n=5-8 per group). (G) Glucose tolerance and insulin tolerance tests were performed on each
group of mice afer 14 weeks of feeding (n=6-8 per group).
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Figure 2. LKU4 administration induces browning of iWAT in mice fed a HFD. (A,B) Te expression of browning genes in iWAT
was determined by RT-qPCR (A) and immunoblotting (Cropped blots were used). (B—D) Mitochondrial NA (mtDNA) copy
number and citrate synthase (CS) activity (C) and representative images of VDAC2 and UCP1 staining (D) in iWAT of HFD
and HFD-LKU4 mice. (E) Rectal temperatures were measured in each group of mice at week 12 (n=8-10). HFD vs HFD-LKU4;
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Figure 3. LKU4-CM induces browning of 3T3-L1 adipocytes. (A,B) Day 6 3T3-L1 adipocytes were incubated with or without LKU4-CM and
GW9662 for 36h, as indicated. Te mRNA (A) and protein levels (B) of genes involved in adipocyte browning were analyzed by RT-qPCR and
immunoblotting (Cropped blots were used), respectively, and the results were expressed as fold changes compared to the control. (C)
Luciferase activity in HEK293T cells cotransfected with a reporter plasmid containing the Ucpl promoter (pGL3-Ucpl-Luc) and the
pcDNA3-PPAR v and pCMX-RXR a expression plasmids. Afer 12h of transfection, cells were incubated with LKU4-CM, rosiglitazone
(Rosi, 5.5 1 M), and/or GW9662 for 24h, as indicated. (D) Day 8 3T3-L1 adipocytes were incubated with control bacterial culture medium
(con) or LKU4-CM for 36h and the OCR was then measured in the basal condition and in the presence of oligomycin,
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