
Fig.2f p32 Autoradiograph 

250 

150 

FLAG 
150 

250 

AMPK 75 

50 

Fig.2e 

TET2pS99 250 

150 

100 

pAMPK 75 

50 

TET2 

250 

150 

Fig.2b 

pAMPK 100 
75 

50 

WCL 

FLAG 

250 

100 
75 
50 

150 IP 

FLAG 250 

150 

100 

pAMPK 

100 

75 

50 

IP 

WCL 

150 

Presenter
Presentation Notes
Fig.2b, Western blot showed that FLAG-TET2 interacted with activated form of AMPK (AMPKpT172). Fig.2e, Western blot validation of TET2pS99 phosphorylation using a TET2pS99 specific antibody. Fig.2f, Determination of TET2 phosphorylation at S99 via 32P-autoradiograph.
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Fig.3a, Immunoblot signal of phosphoserine 99 (TET2pS99) on FLAG-TET2WT immunoprecipitated from cells cultured in high-g and normal-g. Fig.3d, FLAG-TET2WT half-life and pAMPK levels under normal-g or normal-g switched to high-g.  
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Fig.3f, CHX treatment to measure the half-life of FLAG-TET2WT in cells treated with (+) or without (-) metformin (5 mM). Fig.3g, Effects of knocking down AMPKα2 on the protein stabilities of FLAG-TET2WT and TET2S99A. 
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Fig.3h, Half-lives of FLAG-TET2S99D and TET2S99A.
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Ext Data Figure 1c, Western blot revealed that endogenous TET2 protein levels in PBMC, HUVEC, and TF-1 cells were higher under normal-g culture than in high-g. TET1 and TET3 protein levels were minimally detectable in these cell lines. 
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Ext Data Figure 1c, Western blots of TET1-overexpressing 293T and TET1/3-overexpressing A2058 cell lines for TET1 and TET3 are shown on the right as positive controls for Western blot signal and protein size. Ext Data Figure 1e, Western blotting was used to confirm the levels of TET1, TET2, and TET3 protein in A2058-TET2WT and A2058 cells. TET2 protein dominated amongst the TET family in A2058-TET2WT cells. 
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Ext Data Figure 1f, Differential levels of FLAG-TET2 protein in whole cell lysate from A2058-TET2WT cells cultured in high-g and normal-g. Ext Data Figure 1h, CHX treatment was used to measure the half-life of FLAG-TET2 purified from A2058-TET2WT cells cultured in high-g and normal-g. 
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Ext Data Figure 5b, A2058-TET2WT cells were switched from high-g to normal-g for 0, 2 and 4 days. Results showed a steady increase in the levels of pAMPK as well as TET2pS99 and FLAG-TET2 during this period. Ext Data Figure 5c, Western blot showed increased levels of TET2pS99 and pAMPK in cell lines (PBMC, HUVEC, TF-1) cultured under normal-g vs. high-g. Ext Data Figure 5d, Western blot comparison of TET2, TET2pS99, and pAMPK levels between PBMCs from normal donors and diabetic patients. TET2, TET2pS99, and pAMPK levels were significantly higher in normal donors than those in diabetic patients.
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Ext Data Figure 6a, A2058-TET2WT cells were treated with metformin and then immunoblotted with the indicated antibodies. Result showed that metformin treatment increased the levels of pAMPK, TET2pS99 and FLAG-TET2. Ext Data Figure 6b, A2058-TET2WT cells were treated with 2 M, 10 M and 100 M of A769662 (a AMPK activator) for 30 min and 1 hour, and then immunoblotted with the indicated antibodies. Result showed that A769662 treatment increased pAMPK, TET2pS99, and FLAG-TET2 levels. Ext Data Figure 6d, CHX was used to measure half-life of FLAG-TET2 in the A2058-TET2WT cells treated with (+) or without (-) A769662 (100M) in high-g. 
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Ext Data Figure 7a, Western blot to measure TET2 protein levels in the cells expressing TET2WT, TET2S99A, or TET2S99D. Ext Data Figure 7d, Comparison of  the rescuing effects of calpain inhibitor on TET2WT, TET2S99A, and TET2S99D. Ext Data Figure 8b, Western blot to conform that TET2 was effectively knocked down in TF-1 cells. Ext Data Figure 8j, Western blot to show the protein levels of MDA-MB-231 cells stably expressing Mock, TET2WT, or TET2S99A. Ext Data Figure 9g, Western blot showed successful TET2 knock down (A2058-TET2KD cells) in comparison with its TET2WT precursor.  
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