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Supplementary Figures 

Figure S1. Senescence index of the SKPs: SA-β-gal staining of spheroids and p21 expression in 

original control and HGPS fibroblast cultures. (a) SA-β-gal test performed directly on the SKPs 

derived from control and HGPS SKPs starting from 5% and 15% SNS. (b) Immunofluorescence 

staining for p21 and lamin A/C in the initial control and HGPS fibroblast cultures with 5% and 

15% SNS. Cells were counterstained with DAPI. 
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Figure S2. Immunofluorescence staining for p16 and IL-8 in original control and HGPS fibroblast 

cultures. (a) Immunofluorescence staining for p16 and progerin in initial fibroblast cultures from 

control and HGPS with 5% and 15% SNS. (b) Immunofluorescence staining for IL-8 and progerin 

in the initial fibroblast cultures from control and HGPS with 5% and 15% SNS. Cells were counter-

stained with DAPI. 
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Figure S3. ORO staining of differentiated control and HGPS SKPs. ORO staining of control (GMO5567A) and HGPS 

(HGADFN127 and HGADFN003) differentiated adipocytes at days 7, 14 and 21 of adipogenesis, starting from 5% SNS  
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Figure S4. 3T3-L1 differentiation and expression of adipogenic markers. (a) Panel showing the 

pro-tocol for 3T3-L1 differentiation. After reaching confluence, the 3T3-L1 cells were cultured for 3 

days in ADM, then replaced with ADM II containing DMEM, insulin and 10% FBS. At day 7, the 

media was replaced with BM containing DMEM and 10% FBS. The cells were maintained in BM 

till day 14 of differentiation. At days 3, day 7, and 14, the differentiated 3T3-L1 cells were fixed 

and stained with ORO and Bodipy. (b) First panel shows bright field microscopy images at days 3, 

7, and 14 of 3T3-L1 adipogenic differentiation, scale bar: 25 µm. Second panel shows differentiated 

3T3-L1 cells stained with Bodipy, scale bar: 100 µm. Third panel shows differentiated 3T3-L1 cells 

stained with ORO, scale bar: 100 µm. (c) Quantification of the percentage of Bodipy-positive 3T3-

L1 differentiated cells. (d) Immunofluorescence showing dual signals for PPARγ and Bodipy in 

3T3-L1 at day 7 and 14 of differentiation. (e) Quantification of the percentage of PPARγ positive 

cells at days 7 and 14 of differentiation in 3T3-L1 cells. (f) Immunofluorescence showing dual sig-

nals for FABP4 and Bodipy in 3T3-L1 cells on days 7 and 14 of differentiation. Cells were counter-

stained with DAPI. (g) Quantification of percentage of FABP4 positive cells on days 7 and 14 of 
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adipogenic differentiation in 3T3-L1 cells. ADM: Adipocyte differentiation media, BM: Basal me-

dium, IBMX: isobutylmethylxanthine, Dexa: dexamethasone, Indo.: indomethacine. 




