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P300/CBP associated factor regulates adipogenesis of 3T3-L1 cells by controlling FOXO1

70U Lei, WANG Yu-hua, CAI Chun-you, WEI Feng—jiang, YANG Fu-hua, JIAO Hong—xiao, LING Chao, SHI Wen-tao, LI Wei-dong
(Research Center of Basic Medical Sciences, Tianjin Medical University, Tianjin 300070, China )

Abstract Objective: To investigate the molecular mechanism of P300/CBP associated factor (PCAF) gene in regulation of adipocytes
differentiation. Methods: PCAF expression levels were measured by Real —time PCR and Western blot in 3T3 -L1 cells during
differentiation; 3T3-L1 cells were transfected by recombinant Lentiviral ORF/shRNA and the effects of PCAF overexpression or knockdown
on differentiation were observed by Oil-Red-0 staining; ChIP on chip and PCR array were used to screen the signaling pathways regulated
by PCAF; expressions of potential target genes and pathways were detected by Western blot and ChIP qPCR. Results: PCAF expression
increased during 3T3-L1 cells differentiation and adipogenesis; the differentiation of 3T3-L1 might be interfered by knockdown of PCAF ;
expression of PDPK1 and FOXO1 were induced by PCAF at various time points during 3T3 -L1 differentiation; the phosphorylation of
FOXOT1 was also regulated by PCAF indirectly. Conclusion: PCAF regulates preadipocytes differentiation through the insulin pathway
(PI3K/PDPK1/AKT /FOXO1).
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KW (3 H 3 );PCAF 4 1K (Cell signaling
Technology ) ; Foxol i/ (Santa Cruz Biotechnology ) ;
p—Foxo1 (S256) T 14 (Cell signaling Technology ) ; B —
actin P4 (Bioss) ;5 1#( Invitrogen) ;qPCR Mix (4=
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Fig1 PCAF expression during 3T3-L1 differentiation detected by
Real-time PCR
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Fig 2 Knockdown and overexpression of PCAF detected by Western blot
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Fig 4 Effect of PCAF knockdown/overexpression on adipocyte differentiation (Oil-Red—-O staining)
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Fig 5 ChIP assay of PCAF over promoters of PI3K, PDPK1, AKT
and FOXO1 genes
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Fig 6 Real-time PCR detection of PDPK1 expression during 3T3—
L1 differentiation
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Fig7 Expression and phosphorylation of FOXOL1 in different stages of adipogenesis of 3T3-L1 cells detected by Western blot
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