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Figure 2. Mettl3 deficiency in intestinal epithelial cells results in decreased m6A 
deposition on Irf7 , and increased interferon responses.
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Figure 3. IRF7 Deficiency attenuated the increased interferon response and resistance 

to rotavirus infection in Mettl3ΔIEC mice.
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Figure 4. Rotavirus suppresses ALKBH5 expression through NSP1 to evade immune 

defense.
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Figure s1. Schematic design of RV infection 

Birth

a
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human

a bm6A sites on Irf7 mRNA  m6A-RIP qPCR

mouse

Figure s2. Characterization of m6A modifications on Irf7 mRNA.

(a) Predicted m6A sites of mouse or human IRF7 on the genomes.

(b) m6A-RIP-qPCR confirms Irf7 as an m6A-modified gene in IECs. Mice were infected by RV for 2 days. Fragmented 

RNA was incubated with an anti-m6A antibody (Sigma Aldrich ABE572) or IgG IP Grade Rabbit polyclonal

antibody(abcam, lot: 934197). The eluted RNA and input were processed as described in ‘RT-qPCR’ section, the data 

were normalized to the input samples (n=2, mean ± SEM), Ptpn4 and Rps14 were measured with m6A sites specific 

qPCR primer as positive control and negative control, Irf7 was measured with predicted m6A sites specific qPCR primer.
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Figure s3. METTL3 knockdown in HT-29 cells results in increased IFN response.

(a) qPCR analysis of IFN/ISGs in Rhesus rotavirus-infected Mettl3 WT and KD HT-29 cells at indicated hours post infection (hpi) 

(mean ± SEM), statistical significance was determined by Student’s t-test (*P < 0.05, **P < 0.005, ***P < 0.001, NS., not 

significant), at least three replicate experiments were performed.

(b) Knock down efficiency of METTL3 in HT-29 cells.
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Figure s4. METTL3 deficiency in MA104 cells results in increased resistance to Rhesus rotavirus infection

(a) qPCR analysis of viral RNAs, IFNs, and ISGs in Rhesus rotavirus-infected Mettl3 WT and KO MA104 cells at 24 hours post 

infection (hpi) (WT control n=4, Mettl3 ko n=3, mean ± SEM), statistical significance was determined by Student’s t-test (*P < 0.05, 

**P < 0.005, ***P < 0.001, NS., not significant).

(b) Knock out efficiency of METTL3 in MA104 cells.
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Figure s5. Expression of Irf7 and ISGs in ileum from mice at the ages of 1-4 weeks post birth

(a) qPCR analysis of indicated genes in the ileum (1 week n=4, 2 week n=4, 3 week n=4, 4 week n=3, mean ± SEM). 

Statistical significance was determined by Student’s t-tests between ages (*P < 0.05, **P < 0.005, NS., not significant).
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a

Figure s6. m6A-RIP-qPCR analysis of the predicted m6A sites on Rotavirus RNA.

(a) Total RNA was extracted from IECs from 1-week-old WT mice infected by RV for 2 days. Fragmented RNA was incubated with 

an anti-m6A antibody (Sigma Aldrich ABE572) and IgG IP Grade Rabbit polyclonal antibody(abcam, lot: 934197). The eluted RNA 

and input were processed as described in ‘RT-qPCR’ section, the data were normalized to the input samples (n=2, mean ± SEM), 

Rps14 was chosen as a negative control.
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Figure s7. Mettl3 deficiency leads to aberrant dsRNA formation in isolated IECs.

(a) IECs from 6-weeks-old Mettl3ΔIEC mice as well as the WT littermate controls were isolated. Double-stranded RNA (dsRNA) was 

labeled by immunostaining with a mouse monoclonal antibody J2 (Scisons)，cells nuclei were visualized with 4,6-diamidino-2-

phenylindole (DAPI, Invitrogen). All fluorescence images were analyzed via confocal imaging using Zeiss LSM880.
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