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sterol regulatory element binding protein 1 SREBPI and peroxisome proliferator activated receptor y PPARvy are
considered as the pivotal transcription factors in regulating mammalian adipogenesis. However, the transcriptional regulatory
network on adipogenesis in birds remains unclear. In this study the luciferase reporter assay was performed and the
results showed that overexpression of chicken C/EBPa C/EBPB or SREBPI in DF1 cells significantly enhanced
PPARy promoter activity P<0.05 whereas the overexpression of C/EBPB or SREBPI suppressed C/EBPo promoter activity
significantly P<0.05 . In addition PPARy overexpression increased FAS promoter activity P<0.05 suppressed the promoter
activities of LPL and AFABP P<0.05 but had no effect on C/EBPa promoter activity P>0.05 . Collectively, our results
provided a foundation for further elucidating the transcriptional regulatory network underlying chicken adipogenesis.
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DHS5« Clontech pCMV-HA-C/EBP«
pCMV-HA-C/EBPB pCMV-HA-PPARy pCMV-
EcoR1 Xhol HA-SREBP1
pCMV-HA
1 PCR
bp C 53"
C/EBPa X66844 975 555 35 34 AGGAATTCGGATGGAGCAAGCCAACTTCTAC
1330 AACTCGAGCTAGGCGCAGCTGCCCATG
C/EBPB NM_205253 987 58.0 212 34 GCGAATTCGGATGCAACGCCTGGTGGCCTGGGACG
1198 TTCTCGAGTCAGCAGCGGGGCGAGGAAGCGAGC
PPARy NM_001001460 1428 59.6 7 35 AGGAATTCGGATGGTTGACACAGAAATGCCG
1434 GGCTCGAGTTAATATAAGTCTTTATAG
SREBP1 NM_204126 1176 60.0 132 35 TAGAATTCCGATGAGCGCTCTCGGCTTC
1307 TTCTCGAGTTACACCTCCATGGACGCCTCC
1.2.3 DF1 pCMV-HA-C/EBPa pCMV-HA-C/
DF1 DMEM/F12+10% EBPB pCMV-HA-PPARy pCMV-HA-SREBP1
FBS 37 °C 5% CO, pCMV-HA
1x10* 2 pg 8 wL 48 h
1x10°
70%~80% 2 48 h
FuGENE HD
2
pRL-TK
pGL3-basic—C/EBPa ~2214/~19 200 ng 10 ng C/EBPR/PPARY/SREBPI/EV 800 ng
pGL3-basic—-PPARy -1985/-89 400 ng 8 ng C/EBPa/C/EBPB/SREBP1/EV 600 ng
pGL3-basic-FAS ~1086/+170 400 ng 8 ng PPARY/EV 600 ng
pGL3-basic-LPL ~1817/+163 400 ng 20 ng PPARY/EV 600 ng
pGL3-basic-AFABP —1983/+35 400 ng 20 ng PPARY/EV 600 ng

EV  pCMV-HA

1.2.4 Western—blot

RIPA  Buffer /
10 000 r/min 4 °C 10 min 10 pL 1.2.6
SDS-PAGE PVDF Student’s t—test SAS 9.2
5% PBST *
1h PBST P<0.05 P<0.01
GAPDH 1 100 HA 2
1 200 PBST 1h 2.1 C/EBPa C/EBPB PPARy SREBPI
1 5000 PBST lh C/EBPo C/EBPB PPARy  SREBPI
ECL 1 7 AA
1.2.5 cDNA PCR
Dual-Luciferase Reporter Assay System 1000 bp 1000bp 1400bp 1100 bp
Promega PCR
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