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Appearence of autophagy and changes of mitochondria number in the process of 3T3-L1
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[Abstract] Obijective;To explore the relationship between the changes of autophagy and the number of mitochondria in the process
of the differentiation of 3T3-L1 cells. Methods: (1)3T3-L1 preadipocytes were cultured and then induced by media mixed with
insulin, DEX,IBMX. Lipid droplets were observed on the fifth day. The peroxisome proliferation activated receptor y (PPAR<y)and CAAT
Enhancer Binding Proteins o (CEBPa)protein were detected by Western blotting.  (2)Autophagosome pictures were taken by
transmission electron microscope (TEM )and LC3II level was detected by Western blotting. Results: The TEM showed that during the
differentiation of 3T3-L1 preadipocyte,autophagy vesicles appeared on the second day,extended to greater range of cytoplasm on the
fourth day,then gradually disappeared from the sixth day. While the expression of LC3 Il began to increase in the second day,
reached the highest on the fourth day,and then gradually declined. Furthermore,with the change of autophagy vesicles during the
differentiation, the number of mitochondria increased after a decrease. Conclusion:There are a lot of autophagy vesicles in the early
and middle stage of the differentiation of 3T3-L1,including some mitophagy,which may be one of the reasons for the decrease of the
number of mitochondria in early stage of differentiation.
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Figure 1 Morphological change and marker gene expression in the process of 3T3-L1 cell differentiation
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Figure 2 The subcellular morphology of cells during the differentiation
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Figure 3 Changes in the number of mitochondria in the Figure4 Mitophagy during the differentiation of 3T3-L1 cells

process of cell differentiation

A 5.07 o ood
~ 457
o] u
0d 2d 4d 6d & 4.0
o 3.57
= 3.0
LC3 Cad
-_— —1.c31 | 2.5
<) 2.0
1.5
m i
Aol < — "
-.{ s
0.0
LC3-1T1
1.27
B 0d 2d 4d 6d ~
oy
- @
e hd | 2 06
mtTFA iz
# 0.4
X
0.27]
GAPDH_ h 0
mtTFA NRF1

A:Western blot #:ill H MhRAE 201 LC3- 11 635K ; B: Western blot 60 35 42 7 (A L DH 23K A HE 5 A7~ mtTFA Bl NRF-1 235K F, 5
0d Ak, P < 0.05,”*P < 0.01,""*P < 0.001,n=3,
B 5 #HiEsidiEs LC3-I . mtTFA #1 NRF-1 FIRiX
Figure 5 Expression of NRF-1,mtTFA and LC3-1I in the differentiation of 3T3-L1 cells
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