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[bookmark: _Hlk153307804][bookmark: OLE_LINK46][bookmark: OLE_LINK47]Supplementary Figure S1. Characterization of MSCs in vitro. (a) The morphology of shNC or shMETTL3 MSCs. (b) Flow cytometry identification of surface markers of shNC or shMETTL3 MSCs.
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[bookmark: _Hlk153307811][bookmark: OLE_LINK48][bookmark: OLE_LINK49]Supplementary Figure S2. Identification of METTL3 localization and knockout efficiency in MSCs by Immunofluorescence staining. 
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[bookmark: OLE_LINK136][bookmark: OLE_LINK137]Supplementary Figure S3. The cytotoxicity of STM2457 on MSCs was assessed by MTT assay.


[image: E:\韩宏\METTL3与MSCs\图片合集\补充材料\画板 3.jpg]
[bookmark: OLE_LINK156][bookmark: OLE_LINK157][bookmark: OLE_LINK152][bookmark: OLE_LINK153][bookmark: OLE_LINK154][bookmark: OLE_LINK155][bookmark: OLE_LINK150][bookmark: OLE_LINK151]Supplementary Figure S4. Inhibition of METTL3 attenuates the immunosuppressive capacity of MSCs in vivo. (a-c) MC38 cells and the shNC or shMETTL3 MSCs were co-administered into BALB/C mice (n = 5) subcutaneously. (a) Tumor growth curve. (b) The image of the tumors. (c) The weight of the tumors. (d-f) MC38 cells and DMSO or STM2457 pretreated MSCs were co-administered into BALB/C mice (n = 5) subcutaneously. (d) Tumor growth curve. (e) The image of the tumors. (f) The weights of the tumors. (g-i) MC38 cells and DMSO or STM2457 pretreated MSCs were co-administered into BABL/c Nude mice (n = 5) subcutaneously. (g) Tumor growth curve. (h) The image of the tumors. (i) The weights of the tumors. Error bars represent SD. * p < 0.05; ** p < 0.01; *** p < 0.001; ns: no significance.
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Supplementary Figure S5. Overexpression of METTL3 enchances the immunosuppressive capacity of MSCs in vivo. (a-c) MC38 cells and the OE-NC or OE-METTL3 MSCs were co-administered into BALB/C mice (n = 5) subcutaneously. (a) Tumor growth curve. (b) The image of the tumors. (c) The weight of the tumors.
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Table. S1: The information of cytokines and chemicals

Name Item number Brand name
IFN-y C746 NovoProtein
TNFa CF09 NovoProtein
B-FGF C044 NovoProtein
Actinomycin D M4881 Abmole
STM2457 2499663-01-1 MCE
L-NMMA S7920 Selleck
Fludarabine S1491 Selleck
MK2206 S1078 Selleck
PDTC S3633 Selleck
Nifuroxazide S4182 Selleck
Table S2: Primer for genes knockdown
siRNA Sense Antisense
si-IGF2BP1 GCAAGCUAUCAUGAAGCUATT UAGCUUCAUGAUAGCUUGCTT
si-IGF2BP2 GCAGAGAAGCCUGUCACAATT UUGUGACAGGCUUCUCUGCTT
si-IGF2BP3 GCAGAGGAUUCGUAAACUUTT AAGUUUACGAAUCCUCUGCTT
si-NC UUCUCCGAACGUGUCACGUTT ACGUGACACGUUCGGAGAATT
shRNA Sequence 5'-3’
shMETTL3 GCTGCACTTCAGACGAATT
shNC TTCTCCGAACGTGTCACGTTT
Table. S3: The information of the primary or secondary antibodies
The primary or secondary antibody Dilution ratio Item number Brand name Validation

HRP-conjugated anti-mouse 1gG 110000 7076

: 10000 7074

anti-METTL3 1:1000 ab195352
anti-iNOS 1:1000 ab178945
anti-B-actin 1:5000 ab8226
anti-m°A 1:1000 ab284130
anti-NF-kB p65 1:1000 8242
anti-phospho-NF-kB p65 (Y705) 1:1000 3033
anti-IRF1 1:1000 8478
anti-STAT1 1:1000 9172
anti-p-STAT1 1:1000 9167
anti-JAK1 1:1000 ab138005
anti-TAB1 1:1000 3226
anti-NFKB1 1:1000 ab32360
anti-IGF2BP1 1:1000 8482
anti-IGF2BP2 1:1000 42816
anti-IGF2BP3 1:1000 64143
1
1

HRP-conjugated anti-rabbit IgG

Abcam
Abcam
Abcam
Abcam
CST
CST
CST

CST
CST
Abcam
CST
Abcam
CST
CST
CST
CST
CST

Knockout validated
Knockout validated
Knockout validated
Recombinant protein test
Recombinant protein test
Recombinant protein test
Knockdown validated
Knockout validated

Recombinant protein test
Knockout validated

Knockdown validated
Knockout validated
Recombinant protein test
Recombinant protein test

Recombinant protein test
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Table S4: Primer for qRT-PCR

Terms
METTL3
INOS
B-actin
IGF2BP1
IGF2BP2
IGF2BP3
JAK1

STAT1
TAB1
NFKB1

Forward primer (5’-3’)
CCCAACCTTCCGTAGTGATAG
ACATCGACCCGTCCACAGTAT
CATTGCTGACAGGATGCAGAA
CTTTGTAGGGCGTCTCATTGGC
TGAAGCCTGTGCCAATGCTGAG
CCACCCAGTTTGTTGGAGCCAT
CTCTCTGTCACAACCTCTTCGC

CTATGAGCCCGACCCTATTA
TCCAACCGCAGCTACTCTG

ATGGCAGACGATGATCCCTAC

Table S5: Primer for RIP-qPCR

Terms
JAK1
STAT1
TAB1
NFKB1

Forward primer (5-3’)

ACGCTCCGAACCGAATCATC
CACAAAATGGATTTTGTAAACAAAGAC
ACAGCAAGCTCTACGTTGCC
AGAGGGGATTTCGATTCCGC

Reverse primer (5’-3’)
TGGCGTAGAGATGGCAAGAC
CAGAGGGGTAGGCTTGTCTC
ATGGTGCTAGGAGCCAGAGC
CCTTCACAGTGATGGTCCTCTC
CCAGTCGAAAAGATGCCAAGTGC
GGATAGTAATGGACTTCTCCGCG
TTGGTAAAGTAGAACCTCATGCG

GTCTCAGCTTGACAGTGAAC
CCCGTACAGGAAGCAGTTATTTT

TGTTGACAGTGGTATTTCTGGTG

Reverse primer (5'-3’)
GTGCCAGTTGGTAAAGTAGAACC
TACTAAAGTGACCGTTCTCCTC
GTAACCTGTAACCCATCCACTG
CCTGTGGGTAGGATTTCTTGTTC

Table S6: genes in TNF-NFKB signaling pathway and IFN-gamma signaling pathway

TNF-NFKB signaling pathway

TNF. TNFRSF1A. RIPK1. TRADD. TRAF2. TRAF5. TAB1. TAB2. TAB3. MAP3K7. CHUK.
IKBKB. IKBKG. NFKBIA. NFKB1. RELA

IFN-gamma signaling pathway

IFNG. IFNGR1. IFNGR2. JAK1. JAK2. STAT1. STAT3. IL27. IFNA1. IFNA2. IFNA4. IFNA5.
IFNAS5. IFNA6. IFNA7. IFNA8. IFNA10. IFNA13. IFNA14. IFNA16. IFNA17. IFNA21




