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Figure S1: Comparison of disease activity parameters ESR, TJC, SJC, DAS28 in the response and non-response groups. (A): ESR; (B): TJC; (C): SJC; (D): DAS28; Markedly reduced in the response group (P < 0.001), not statistically significant in the non-response group.















Table S1: Three SNP sites with outer and inner primers sequences, annealing temperature, primer working concentration and amplicon fragment size in the tetra primer amplification method
	Genetic

	Primer sequence
(5ꞌ-3ꞌ)
	Tm (℃)
	Annealing Temperature (℃)
	Primer final concentration
(μmol/L)
	Amplicon Size

	MTHFR
C677T
	Forward inner primer (C allele)
	
	61
	0.1 (outer)
	104bp (C allele)

	
	GAGAAGGTGTCTGCGGGAGCa
	62
	
	0.4 (inter)
	234bp (T allele)

	
	Reverse inner primer (T allele)
	
	
	
	297bp (outer)

	
	AGCTGCGTGATGATGAAATAGAa, b
	61
	
	
	

	
	Forward outer primer
	
	
	
	

	
	GCTGTGCTGTTGGAAGGTGCAAGAT
	66
	
	
	

	
	Reverse outer primer
	
	
	
	

	
	CAAGTGATGCCCATGTCGGTGCATG
	66
	
	
	

	MTHFR A1298C
	Forward inner primer (A allele)
	
	57
	0.2 (outer)
	100bp (A allele)

	
	GAGGAGCTGACCAGTGAGGAa
	58
	
	0.8 (inter)
	229bp (C allele)

	
	Reverse inner primer (C allele)
	
	
	
	285bp (outer)

	
	AGAACGAAGACTTCAAAGACACGTGa, b
	59
	
	
	

	
	Forward outer primer
	
	
	
	

	
	AATTTACAGGAATGGCCTCCTGGGC
	65
	
	
	

	
	Reverse outer primer
	
	
	
	

	
	CCACTCCAGCATCACTCACTTTGTG
	63
	
	
	

	MTRR
A66G
	Forward inner primer (A allele)
	
	60
	0.2 (outer)
	106bp (A allele)

	
	CAAAGGCCATCGCAGAAGAAGTAa
	59
	
	0.8 (inter)
	233bp (G allele)

	
	Reverse inner primer (G allele)
	
	
	
	297bp (outer)

	
	GTACCACAGCTTGCTCAAACa, b
	58
	
	
	

	
	Forward outer primer
	
	
	
	

	
	AAAGGCCATTTCATATTATGTGTGG
	58
	
	
	

	
	Reverse outer primer
	
	
	
	

	
	TCCACTGTAACGGCTCTAACCTTAT
	61
	
	
	


Notes: aUnderlined at the 3ꞌterminus of the third last position, a mismatched base.
[bookmark: _Hlk124086658]bThe 3ꞌterminus of the reverse inter primer was the mutation-specific base (Italicized and bolded indicates).





Table S2: Genotype identification results of 32 patients regarding C677T, A1298C and A66G
	Patients
	MTHFR C677T
	MTHFR A1298C
	MTRR A66G

	1
	CT
	AA
	AA

	2
	TT
	AA
	AA

	3
	CT
	AC
	AG

	4
	CC
	AA
	AA

	5
	CT
	AC
	AA

	6
	TT
	AA
	AG

	7
	CT
	AC
	AG

	8
	TT
	AA
	AA

	9
	CC
	AC
	AA

	10
	CC
	AC
	AG

	11
	CT
	AA
	AA

	12
	TT
	AA
	AG

	13
	CC
	AC
	AA

	14
	TT
	AA
	AA

	15
	CC
	AA
	AA

	16
	CC
	AA
	AG

	17
	CC
	AA
	AA

	18
	CT
	AA
	AA

	19
	CC
	AA
	AA

	20
	CC
	AA
	AG

	21
	CT
	AA
	AG

	22
	TT
	AA
	AG

	23
	CT
	AA
	AG

	24
	CT
	AA
	AA

	25
	CT
	AA
	AA

	26
	CT
	AA
	AA

	27
	CC
	AC
	AA

	28
	CT
	AC
	GG

	29
	CT
	AA
	AA

	30
	CC
	AC
	AA

	31
	CT
	AA
	AA

	32
	CT
	AC
	AA


Notes: Patients name are replaced with numbers.







[image: ]Figure S2: Forest plot of the correlation between MTHFR C677T polymorphism and the efficacy of MTX in RA patients. (A) TT vs. CC+CT (recessive model). (B) CT vs. CC+TT (codominant model). OR, odds ratio; CIs, confidence interval.
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Figure S3: Forest plot of the correlation between MTHFR A1298C polymorphism and the efficacy of MTX in RA patients. (A) AA vs. AC+CC (dominant model). (B) CC vs. AA+AC (recessive model). OR, odds ratio; CIs, confidence interval.





[image: ]
Figure S4: Forest plot of the correlation between MTRR A66G polymorphism and the efficacy of MTX in RA patients. (A) AA vs. AG+GG (dominant model). (B) GG vs. AA+AG (recessive model). OR, odds ratio; CIs, confidence interval.
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