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Role of nitrate-dependent anaerobic methanotrophs in driving methane reduction under delayed flooding in straw-amended paddy soil
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Table S1 Primers and thermal profiles of the selected genes applied for PCR and qPCR in this study.
	Target gene
	Primer name
	Primer sequence (5'-3')
	Thermal profile
	Reference
	

	pmoA (M. oxyfera-like bacteria)
	A189ˍb
	GGNGACTGGGACTTYTGG
	94 °C for 5 min; 40 cycles of denaturation at 95 °C for 45 s, annealing at 56 °C for 50 s, elongation at 72 °C for 50 s; an extension at 72 °C for 5 min
	Luesken et al., 2011
	PCRa

	
	cmo682
	AAAYCCGGCRAAGAACGA
	
	
	

	
	cmo182
	TCACGTTGACGCCGATCC
	94 °C for 5 min; 40 cycles of denaturation at 95 °C for 45 s, annealing at 58 °C for 50 s, elongation at 72 °C for 50 s; an extension at 72 °C for 5 min
	Luesken et al., 2011
	PCRb

	
	cmo568
	GCACATACTCCATCCCCATC
	2 min at 50 °C, 10 min at 95 °C; 45 cycles of denaturation at 95 °C for 30 s, annealing at 60 °C for 40 s, an extension at 72 °C for 40 s
	
	qPCRc

	mcrA (M.
nitroreducens-like archaea) 
	McrA169F
	GCAGCAATCACCAAGAAGAGAGG
	94 °C for 5 min; 40 cycles of denaturation at 95 °C for 45 s, annealing at 60 °C for 50 s, elongation at 72 °C for 1 min 40 s; an extension at 72 °C for 5 min
	Vaksmaa et al., 2017
	PCRb

	
	McrA1360R
	TGCCTCTTTGTGGAGGTACATGGA
	
	
	

	pmoA (aerobic methanotroph) 
	A189

	GGNGACTGGGACTTCTGG
	5 min at 98 °C, 40 cycles of denaturation at 98 °C for 30 s, annealing at 52 °C for 30 s, elongation at 72 °C for 45 s, an extension at 80 °C for 10s.
	Tuomivirta et al. 2009
	qPCRd

	
	A650
	ACGTCCTTACCGAAGGT
	
	
	

	mcrA (methanogen)
	ML
	GGTGGTGTMGGATTCACACARTAYGCWACAGC
	5 min at 98 °C, 40 cycles of denaturation at 98 °C for 30 s, annealing at 52 °C for 30 s, elongation at 72 °C for 45 s, an extension at 80 °C for 10s.
	Luton et al. 2002
	qPCRd

	
	MLr
	TTCATTGCRTAGTTWGGRTAGTT
	
	
	

	amoA (AOA)
	Arch-amoA26F
	GACTACATMTTCTAYACWGAYTGGGC
	5 min at 98 °C, 40 cycles of denaturation at 98 °C for 30 s, annealing at 52 °C for 30 s, elongation at 72 °C for 45 s, an extension at 80 °C for 10s.
	Francis et al. (2005)
	qPCRd

	
	Arch-amoA417R
	GGKGTCATRTATGGWGGYAAYGTTGG
	
	
	

	amoA (AOB)
	amoA-1F
	GGGGTTTCTACTGGTGGGGT
	5 min at 98 °C, 40 cycles of denaturation at 98 °C for 30 s, annealing at 52 °C for 30 s, elongation at 72 °C for 45 s, an extension at 80 °C for 10s.
	Stephen et al. (1998)
	qPCRd

	
	amoA-2R
	CCCCTCKGSAAAGCCT TCTTC
	
	
	


aPCR was performed in a total volume of 25 μL containing 10 × PCR buffer (without MgCl2, Sangon, China) 2.5 μL, MgCl2 (25 mM, Sangon) 2 μL, dNTP (each 10 mM, Sangon) 0.5 μL, each primer (10 μM, Sangon) 0.5 μL, Taq DNA Polymerase (5 U μL-1, Sangon) 0.5 μL, and template DNA 1 μL.
bPCR was performed in a total volume of 50 μL containing 10 × PCR buffer (without MgCl2, Sangon, China) 5 μL, MgCl2 (25 mM, Sangon) 4 μL, dNTP (each 10 mM, Sangon) 1 μL, each primer (10 μM, Sangon) 1 μL, Taq DNA Polymerase (5 U μL-1, Sangon) 1 μL, and template 1 μL.
cThe 25 μL qPCR mixture contained 12.5 μL of Maxima SYBR Green/Rox qPCR Master Mix (Fermentas, Lithuania), 1 μL of each primer (10 μM) and 1 μL template DNA.
d The qPCR was performed in a total volume of 15 μL using 0.7 μL of each primer (10 μM each), 7.5 μL of SYBR Green Mix, 1 μL of DNAdiluted template DNA (25–45 ng), and grade water to reach the required volume of 15 μL.
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