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ABSTRACT Objective: To explore the regulatory mechanism of abnormal m6A methylation modifying enzyme YTHDCI1 on
pro-inflammatory factors in keratinocytes under oxidative stress. Methods: Western blot and qRT-PCR was used to detect the protein and
mRNA expression of YTHDCI in keratinocytes after the stimulation with H,O,. siRNA was transfected into keratinocytes to interfere
with the expression of YTHDCI, and then treated with 300 wuM H,0,, the expression of pro-inflammatory factor IL-1B protein and
mRNA in keratinocytes was detected by Western blot and gqRT-PCR. The secretion of IL-1@ in the supernatant was further detected by
ELISA, and the cell survival level was detected by CCKS8. Results: 1) H,O, increased the expression of YTHDCI1 in HaCaT; 2) The
knockdown of YTHDCI1 could significantly reduce the expression and secretion of IL-1f in HaCaT; 3) IL-18 mRNA stability and cell
viability decreased after YTHDCI interference. Conclusions: m6A methylation modification enzyme YTHDC] is involved in the stability
of IL-13 mRNA in keratinocytes under oxidative stress, which may be an important mechanism of autoimmune skin diseases induced by
external stress.
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Fig. 1 The expression of YTHDCI1 is significantly up-regulated in HaCaT cells under oxidative stress
A. The mRNA levels of YTHDCI in HaCaT cells under oxidative stress.
B, C. The protein levels of YTHDCI in HaCaT cells under oxidative stress, Scale bars=50 pm.
Note: Data are expressed as mean+SD, n=3. *P<<0.05,***P<<0.001, ****P<C0.0001, ns: no significance, compare with the Control group.
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Fig. 2 The efficacy of YTHDC1 knockdown in HaCaT cells under oxidative stress
A. Detection of YTHDC' interference efficiency by qRT-PCR; B. Detection of YTHDC interference efficiency by Western blot.
Note: Data are expressed as mean+SD, n=3, *P<<0.05, **P<<(0.01,****P<C0.0001, ns: no significance, compare with the Control group.
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Fig. 3 The interference of YTHDC1 can significantly reduce the expression of IL-1@3 in HaCaT under oxidative stress.

A. The secretion of IL-1 in the supernatant of HaCaT cells when silencing YTHDC1 under oxidative stress; B, D. The protein levels of IL-18 when
silencing YTHDC1 in HaCaT cells under oxidative stress; C. The mRNA levels of IL-18 when silencing YTHDC1 in HaCaT cells under oxidative stress.

Note: Data are expressed as mean+ SD, n=3,*P<C0.05,**P<<0.01,****P<C(0.0001, ns: no significance, compare with the Control group.
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Fig. 4 YTHDCI enhance the stability of IL-13 mRNA

A. The cell viability of HaCaT cells when silencing YTHDC1; B. The mRNA stability of IL-18 in HaCaT cells when silencing YTHDC1;

C, D. The mRNA levels of IL-1 in nucleus and cytoplasm.

Note: Data are expressed as mean+SD, n=3,*P<<0.05, **P<<0.01, ***P<<0.001, ns: no significance, compare with the Control group.
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