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Supplementary Figure 1. The levels of indicated proteins in different mouse tissues. 
A 12-week-old C57/B6 male mouse was sacrificed after fasting for 4 hours. The tissues were homogenated with 
RIPA buffer supplemented with protease inhibitors. Protein concentration of the extracts was determined 
according to Lowry method (Bio-Rad), and then the extracts were mixed with SDS loading buffer. After boiling 
for 10 min, the extracts (100 μg proteins per sample) were subjected to SDS-PAGE, transferred to nitrocellulose 
filters, and subjected to immunoblot analysis. 
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Supplementary Figure 2. CUL4B protein levels in human adipose tissues. 

The tissues werehomogenated with RIPA buffer supplemented with protease inhibitors. Protein concentration of 
the extracts was determined according to Lowry method (Bio-Rad), and then the extracts were mixed with SDS 
loading buffer. After boiling for 10 min, the extracts (100 μg proteins per sample) were subjected to SDS-PAGE, 
transferred to nitrocellulose filters, and subjected to immunoblot analysis.The relative CUL4B protein level is 
calculated with the intensities ofthe bands corresponding to CUL4B and Actin. 
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Supplementary Figure 3. CUL4B negatively regulates adipogenesis. 
(A and B) 3T3-L1 cells stably expressing shCul4b or shControlwere constructed using a lentivirus expressing 
shRNA for mouse Cul4b(shCul4b) or scrambled sequences (shControl).The cells were treated with pro-
adiopogenicmedium. At different time points post-treatment,the whole cell lysateswere harvested and analyzed by 
Western blot with the indicated antibodies (A). At day 8 post-induction, the mRNA levels were analyzed by 
quantitative RT-PCR (B).(C and D) 3T3-L1 cells stably expressing CUL4B or control were constructed using a 
lentiviruscontaining CUL4B or empty vector. At different time points post-treatment with pro-adiopogenic 
medium, the whole cell lysates were harvested and analyzed by Western blot with the indicated antibodies (C). At 
day 8 post-induction, the mRNA levels were analyzed by quantitative RT-PCR (D).Duration of induction 
(days).Data were presented as mean ± SD. *p < 0.05, **p < 0.01, ***p < 0.001by two-tailed student’s t test.  
 

 

 



SUPPLEMENTARY DATA 
 

©2016 American Diabetes Association. Published online at http://diabetes.diabetesjournals.org/lookup/suppl/doi:10.2337/db16-0743/-/DC1 

Supplementary Figure 4. The metabolic parameters of NCD-fed mice. 
8-week-old male WT and AKO mice were grouped (n = 8 for each group) and fed with NCD for additional 16 
weeks. The body weights (A), daily food intake (B), and fat pads (epididymal, inguinal and BAT) weights (C–E) 
were measured.The data are presented as mean±SEM. 
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Supplementary Figure 5. The leptin signaling in HFD-fed mice. 
WT and AKO mice were fed with HFD for 16 weeks(n = 5 for each group).(A)Fasting blood concentrations 
ofleptin.(B and C)Afteradaptation via ip injection of PBS twice daily for 2 days, the mice were injected with 
leptin twice daily (2.0 mg/kg/d) for 3 days (Day 0, Day 1, Day 2) (n = 5 for each group). The food intake (B) and 
body weight(C) were normalized to amount at Day 0, and recorded for the entireperiod of the experiment and 
another 3 days.The data are presented as mean±SEM. 
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Supplementary Figure 6. The metabolic cage studies on HFD-fed mice. 
Metabolic cage studies on AKO mice and WT littermates fed on HFD(n = 4 for each group). Experiments were 
performed in a temperature-controlled room containing TSE metabolic cages. 1 week before study, mice were 
singly housed to acclimate to new housing. 2 days before study, mice were transported to the room containing 
metabolic cages to acclimate to a new environment. Then the cages were connected to TSE system for a total of 4 
days. Days 2–3 were used for data analyses. The mice were given free access to water and high fat diets. Oxygen 
(O2) consumption(A), carbon dioxide (CO2) production (B)and respiratory exchange ratio (RER)(C),as well as 
physical activity per mouse (D) wererecorded. 
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Supplementary Figure 7. Deletion of CUL4B led to increase in PPARγ proteinlevel. 
WT and AKO mice were fed onNCD for 24 weeks (n = 5per group). The adipose tissues were analyzed by 
Western blot with the indicated antibodies. The band intensity was measured and normalized to loading control. 
The expression was presented as the fold changes relative to WT. The data are presented as mean±SEM.*p < 
0.05, **p < 0.01 for AKO versus WTby student’s t test. 
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Supplementary Figure 8. The adipocyte diameter of HFD-fed mice treated with GW9662. 
WT and AKO mice were fed with HFD for 16 weeks (n = 5 for each group). During the 8-16 weeks, the mice 
were administered with GW9662.The representative Caveolin staining images of ingWAT and quantification of 
adipocyte diameter were shown.Total 250 cells, 50 cells/mouse,ineach group were measured.p < 0.001by 
ANOVA.Scale bars, 100 μm. 
 

 


