Supplementary Information of


IGF2BP2 regulates the inflammation of fibroblast-like synoviocytes via GSTM5 in rheumatoid arthritis
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Table S1. Sequence details of primers in qRT-PCR.

	Species
	Gene
	Sequence (5′ -3′) 

	Rat 
Rat

Rat
Rat
	GAPDH-F
GAPDH-R

IGF2BP2-F

IGF2BP2-R
	GACATGCCGCCTGGAGAAAC
AGCCCAGGATGCCCTTTAGT
TGGCTGAGTATGGGACGGTA

CCTCGAACTGATGCCCACTT

	Rat

Rat
	IL-1β-F

IL-1β-R
	AATCTCACAGCAGCATCTCGACAAG
TCCACGGGCAAGACATAGGTAGC

	Rat

Rat

Human

Human
	IL-6-F

IL-6-R

GAPDH-F
GAPDH-R
	AGTTGCCTTCTTGGGACTGATGTTG
GGTATCCTCTGTGAAGTCTCCTCTCC
CAGGAGGCATTGCTGATGAT
GAAGGCTGGGGCTCATTT

	Human
	IGF2BP2-F
	AGCCTGTCACCATCCATGC

	Human
	IGF2BP2-R
	CTTCGGCTAGTTTGGTCTCATC

	Human

Human
	IL-1β-F

IL-1β-R
	GCCAGTGAAATGATGGCTTATT
AGGAGCACTTCATCTGTTTAGG

	Human

Human
	IL-6-F

IL-6-R
	GACAGCCACTCACCTCTTCAGAAC
GCCTCTTTGCTGCTTTCACACATG

	Human
	GSTM5-F
	CCATCCTGCGCTACATTGC

	Human
	GSTM5-R
	CCAGCTCCATGTGGTTATCCAT

	Rat
	LOC100912008-F
	TGTTCGCTCAGGGATGGTCT

	Rat
	LOC100912008-R
	CCTTCACTGGCCTGTACTCC

	Rat
	Tmprss4-F
	AGGACTTGACCAACCCCATAG

	Rat
	Tmprss4-R
	GATCTGTCACCCAAGACAGCA

	Rat
	Gstm5-F
	CCCAAAATGTCGTGCTCCAAG

	Rat
	Gstm5-R
	TAGTCAGGAGCTTCCCCACA

	Rat
	Arx-F
	TGTCCACGCTCCCGTTTTTA

	Rat
	Arx-R
	AAGTGGGGTATCCGGAGGAA


Table S2. Original CT value of Tmprss4 and GAPDH mRNA in rat synovial tissues.
	Sample
	GAPDH 
	GAPDH
	Tmprss4 
	Tmprss4

	Con1
	23.06
	22.82
	Undetermined
	Undetermined

	Con2
	22.89
	23.62
	34.04
	Undetermined

	Con3
	22.89
	22.04
	33.64
	32.90

	CIA1
	21.48
	21.41
	35.89
	Undetermined

	CIA2
	22.98
	22.74
	Undetermined
	Undetermined

	CIA3
	20.71
	20.92
	33.54
	32.89

	AAV1
	22.80
	23.21
	Undetermined
	34.14

	AAV2
	21.65
	22.07
	34.22
	34.78

	AAV3
	22.09
	21.82
	33.68
	33.86


Table S3. Prediction of m6A sites in GSTM5 mRNA.
	#
	Position
	Sequence
	Score
(binary)
	Score
(knn)
	Score
(spectrum)
	Score
(combined)
	Decision

	1
	88
	 GGACA 
	0.564
	0.563
	0.578
	0.569
	Low confidence

	2
	136
	AGACU
	0.664
	0.673
	0.598
	0.638
	High confidence

	3
	181
	UGACU
	0.54
	0.617
	0.597
	0.566
	Low confidence

	4
	229
	GGACU
	0.732
	0.541
	0.637
	0.684
	Very high confidence

	5
	355
	GGACA
	0.690
	0.518
	0.459
	0.589
	Moderate confidence

	6
	401
	AGACU
	0.646
	0.609
	0.550
	0.605
	Moderate confidence

	7
	428
	AAACU
	0.580
	0.291
	0.633
	0.587
	Moderate confidence

	8
	452
	GAACU
	0.518
	0.603
	0.613
	0.560
	Low confidence

	9
	610
	GGACU
	0.655
	0.603
	0.524
	0.600
	Moderate confidence

	10
	1176
	GGACU
	0.741
	0.671
	0.300
	0.561
	Low confidence

	11
	1406
	GAACU
	0.64
	0.721
	0.495
	0.586
	Moderate confidence

	12
	1496
	AGACU
	0.644
	0.630
	0.476
	0.576
	Low confidence
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Fig. S1. Timeline of the animal experiment. 
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Fig. S2. The mRNA expression of IGF2BP2 in control and CIA rats injected with IGF2BP2 AAV. qPCR analysis of the mRNA expression of IGF2BP2 in synovial tissues of rats after IGF2BP2 AAV treatment. All the data are presented in the form of mean ± SD from three independently performed experiments. *P < 0.05, ***P < 0.001.
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Fig. S3. The role of IGF2BP2 AAV in mRNA expression of Arx and LOC100912008. (A) qPCR analysis of the mRNA expression of Arx in synovial tissues of rats after IGF2BP2 AAV treatment. (B) qPCR analysis of the mRNA expression of LOC100912008 in synovial tissues of rats after IGF2BP2 AAV treatment. 
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Figure S4. Confirmation of RA-FLSs purity. Detection of vimentin expression by immunofluorescence indicated that the extracted cells were RA-FLSs. Scale Bar = 200 µm.
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Figure S5. IGF2BP2 siRNA suppressed the protein and mRNA expression of IGF2BP2. (A) Western blotting was used to detect IGF2BP2 protein level in RA-FLSs after treatment with IGF2BP2 siRNA (IGF2BP2 siRNA-1, IGF2BP2 siRNA-2, and IGF2BP2 siRNA-3). (B) qPCR analysis of the mRNA expression of IGF2BP2 in RA-FLSs after treatment with IGF2BP2 siRNA. All the data are presented in the form of mean ± SD from three independently performed experiments. *P < 0.05.
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Figure S6. The effect of IGF2BP2 overexpressive lentivirus on IGF2BP2 mRNA expression in RA-FLSs. qPCR analysis of the mRNA expression of IGF2BP2 in LPS-incubated RA-FLSs after treatment with IGF2BP2 overexpression lentivirus. All the data are presented in the form of mean ± SD from three independently performed experiments. **P < 0.01.
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Figure S7. Prediction score distribution along the query sequence.
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Figure S8. GSTM5 siRNA suppressed the protein and mRNA expression of GSTM5. (A) Western blotting was used to detect GSTM5 protein level in RA-FLSs after treatment with GSTM5 siRNA (GSTM5 siRNA-1, GSTM5 siRNA-2, GSTM5 siRNA-3, and GSTM5 siRNA-4). (B) qPCR analysis of the mRNA expression of GSTM5 in RA-FLSs after treatment with GSTM5 siRNA. All the data are presented in the form of mean ± SD from three independently performed experiments. ***P < 0.001.

