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ABSTRACT Objective: HIF-1a is an important hypoxia-induced factor which regulates tumor growth and metabolism. And its
degradation is associated with autophagy. To further study the impact of miR-147a on HIF-1a’ degradation, we study the relationship
between miR-147a and autophagy. Methods: MiR-147a was over-expressed in HeLa cells. Autophagy related markers, such as LC3B,
P62 and LAMP-2A were detected by Western blot and Q-PCR. Next, we used confocal microscope to observe the numbers of autophagic
vacuoles and its co-localization with lysosome. Finally, we performed Western blot to detect the protein level of HIF-1oe when HeLa cells
were transfected with miR-147a and treated with autophagy inducer or autophagy inhibitor. Results: Autophagy related markers, such as
LC3B, P62 and LAMP-2A were increased and the numbers of autophagic vacuoles and its co-localization with lysosome were raised.
The protein level of HIF-1a were increased when treated with autophagy inducer or autophagy inhibitor. All these experiments revealed
that miR-147a could inhibit both macroautophagy and chaperone-mediated autophagy, thus reduced the degradation of HIF-la.
Conclusion: In this paper, we found that miR-147a could inhibit autophagy and accelerated the accumulation of HIF-1a through
hindering the autophagy pathway of HIF-1« degradation. But the targets of miR-147a needed further research.
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Fig.1 miR-147a inhibits macroautophagy

Note: A: The protein levels of P62, LC3B and ACTB by Western blot. B: The co-localization with lysosome and autophagic vacuoles by confocal

microscope.
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Fig.2 miR-147a inhibits Chaperone-mediated autophagy
Note: A: The relative expression levels of LAMP-2A by Q-PCR. B: The protein levels of LAMP-2A by Western blot. C: Relative LAMP-2A/ACTB ratios

were determined by Image J densitometric analysis.**P<0.001.
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Fig.3 miR-147a reduces the degradation of HIF-1a by inhibiting autophagy

Note: A: The protein levels of HIF-1a by Western blot. B: Relative HIF-1a/ACTB ratios were determined by Image J densitometric analysis.*P<0.05.
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