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Fig. S1 Molecular identification of MIM396 transgenic alfalfa plants.
a Schematic-map of T-DNA region of plasmid pZH01-MIM396 that used to Agrobacterium-mediated genetic transformation. LB: left border, hpt, hygromycin phosphotransferase gene, 35S: CaMV 35S promoter, nos: nos terminator, RB: right border. b PCR  tests of WT and MIM396 transgenic plants with 35S-F and MIM396-R as primers. c RT-PCR tests of WT and MIM396 transgenic plants with MIM396-F/R as primers. M: DL2000 marker, +: positive control, DNA of plasmid pZH01-MIM396 was used as a template, WT: negative control, the DNA of the WT plant was used as a template. Arabic numerals represented the MIM396 transgenic regenerated plants. An Actin gene (ACTIN) of alfalfa was used as an internal control.
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Fig. S2 Evolutionary relationship and conserved domains analysis of alfalfa GRFs (MsGRFs).

a Neighbor-Joining phylogenetic tree of GRFs derived from Medicago sativa (Ms), Oryza sativa (Os) and Arabidopsis thaliana (At). Black diamond highlighted the site of MsGRFs. b Multiple sequence alignment of MsGRFs QLQ and WRC domains. 
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Fig. S3 Target site prediction of miR396 on putatively targeted MsGRFs genes.
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Fig. S4 Volcano map (a) and KEGG rich distribution plot (b) of differentially expressed genes (DEGs) in WT and Ms plants.
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Fig. S5 QRT-PCR test of three down-regulated genes (1-3) and four up-regulated genes (4-7) randomly selected from RNA-seq data

Table S1 Primers used for identification of MIM396 transgenic plants 
	Primer name
	Sequence
	Purpose

	MIM396-F
	AAGAAAAATGGCCATCCCCTAGC
	RT-PCR

	MIM396-R
	GAGGAATTCACTATAAAGAGAATCG
	PCR or RT-PCR

	35S-F
	GAAACCTCCTCGGATTCCATT
	PCR

	stem-loop miR396a
	GTCGTATCCAGTGCAGGGTCCGAGGTATTCGCACTGGATACGACCAGTTC
	Reverse transcription reaction

	MsU6-F
	CCTTGTACTGGACGAAGCTGTT
	qRT-PCR

	MsU6-R
	GGACACAAGCATCACAGCAG
	qRT-PCR

	actin-F
	CAAAAGATGGCAGATGCTGAGGAT
	qRT-PCR

	actin-R
	CATGACACCAGTATGACGAGGTCG
	qRT-PCR

	396a-Forward
	CGGCGGTTCCACAGCTTTCTT
	qRT-PCR

	396a-Reverse 
	GTGCAGGGTCCGAGGT
	qRT-PCR


Table S2 Primers used for detection of pre-MsmiR396a/b and MsGRFs expression level
	Gene name
	Primer name
	Sequence
	Gene ID

	pre-MsmiR396a
	Ms396b-F
	GCATCTTGGTCTTGGATTAGGGTT
	

	
	Ms396b-R
	GGCCATGACAATGCAAAGGA
	

	pre-MsmiR396b
	Ms396a-F
	GTCCTGGTCATGCTTTTCCACA
	

	
	Ms396a-R
	TGCCATATTCTCCCACAGCTT
	

	MsGRF1a
	GRF1a-F
	TGCTTGCAACTTCAGAGCCT
	MSAD_271355.t1

	
	GRF1a-R
	TGGCCATTCATCAAAGAAGCGA
	

	MsGRF1c
	GRF1c-F
	AACACAGATGCTCCTGCTGC
	MSAD_280575.t1

	
	GRF1c-R
	GGCCTTGAGGATGGAGGGTT
	

	MsGRF1e
	GRF1e-F
	AACAGAGGACGCCATCGTTCAAG
	MSAD_260322.t1

	
	GRF1e-R
	ATGAAGAAGGAGAAGCAGCAGCAG
	

	MsGRF3a
	GRF3a-F
	TCCAACAGCGAACAAGAGAACCTG
	MSAD_273362.t1

	
	GRF3a-R
	TTGCTTGGCCTGTACTCCATTGC
	

	MsGRF3c
	GRF3c-F
	AGCAACAGCAACAGCAACAACAAC
	MSAD_262309.t1

	
	GRF3c-R
	AGTGCCTCAGCAAGTGGTCCTC
	

	MsGRF4a
	GRF4a-F
	GTGGCAGTAGTAACAACGGAGGTG
	MSAD_333153.t1

	
	GRF4a-R
	GTGGAACAGGAAGACCAGCAACC
	

	MsGRF4b
	GRF4b-F
	GGAGCCAGGAAGATGTAGGAGGAC
	MSAD_315298.t1

	
	GRF4b-R
	CCACCAGCGACAGTTAGCGATG
	

	MsGRF5a
	GRF5a-F
	TGTGCACCCTCAAACTCCTC
	MSAD_289206.t1

	
	GRF5a-R
	GTTGTTGTTGCTGCTGCCCT
	

	MsGRF5b
	GRF5b-F
	GTAGACCCAGAGCCAGGGAG
	MSAD_325768.t1

	
	GRF5b-R
	CCACAGGCTTTCTTGAACGGT
	

	MsGRF7a
	GRF7a-F
	ACACCTGGTGGTCCACTAGCTG
	MSAD_300195.t1

	
	GRF7a-R
	CCTGTCCCTGAAGTGCCAATGG
	

	MsGRF9a
	GRF9a-F
	AGACGGTAAGAAGTGGCGATGC
	MSAD_317899.t1

	
	GRF9a-R
	ATGACAGTGGTGGCAGGAGGAG
	


Table S3 Primers used for detection of selected DEGs expression level
	Gene name
	Primer name
	Sequence
	Gene ID

	PAL
	PAL-F
	GGTGGCGAGACACTGACGATTTC
	MS.gene22421

	
	PAL-R
	ACTGTCCGTGCCTTTGTTCATACTC
	

	CCR
	CCR-F
	CCCTGCTGGTCTCTCTGGATACAC
	MS.gene82885

	
	CCR-R
	TGCACATGCTTCCACCACATTCTC
	

	CAD
	CAD-F
	TGTTCACCAGCGGTATGTAGTTCAG
	MS.gene28444

	
	CAD-R
	CAAGCCCTGCCACTCCCAAATG
	

	REF1
	REF1-F
	GGTCCTGTGATGGCACTGAAGAAG
	MS.gene015744

	
	REF1-R
	TGCCTGCACGAATGGATCTTGAC
	

	CHS
	CHS-F
	TTGGTCAAGCACTCTTTGGAGATGG
	MS.gene024774

	
	CHS-R
	TCAATGGCTCCCTCACTGTCTGG
	

	CHI
	CHI-F
	AAAGGTAAGCCTGCCAAGGAGTTG
	MS.gene06531

	
	CHI-R
	TCACAGCGGTCTCAATCTGAACAC
	

	F3H
	F3H-F
	AAGGAGGAGTTTGGTGACAATGGTG
	MS.gene013600

	
	F3H-R
	TACACTCTCTGCTGGAGGATGGAAG
	

	DFR
	DFR-F
	GTGAAGATGACTGGCTGGATGTA
	MS.gene047566

	
	DFR-R
	GGTGGCATAGTTGGAATAAGAAA
	

	UGT74B1
	UGT74B1-F
	TGGTGGTGTCAGTGTTGTCATACTC
	MS.gene027548

	
	UGT74B1-R
	AGGGTTTACGTGACCTTGTGCTG
	

	CYP83B1
	CYP83B1-F
	GAGCATCATCAACTCCACCAGGTC
	MS.gene059235

	
	CYP83B1-R
	TAGGGATTGATGTGGGGATGAAGGG
	

	JAZ
	JAZ-F
	GCCAACATGCAAAACTCAGATGGG
	MS.gene25093

	
	JAZ-R
	GCAAGGATTTTCCACAAGCTGAGG
	

	1
	MS.gene43991-F
	CTACTCCTACGACGACGCAATGC
	MS.gene43991

	
	MS.gene43991-R
	ATGGAAACTGGGTGCCAAAGAAGG
	

	2
	MS.gene033007-F
	GCGGGTACAAAGGAGACTTGACAC
	MS.gene033007

	
	MS.gene033007-R
	ACTAGACGGAAGGCGAGGAATACC
	

	3
	MS.gene023072-F
	GTTAGCCGTAATCGCCTTGTTGTTG
	MS.gene023072

	
	MS.gene023072-R
	GTGGATGGGTTGTTGCCTGTTTTG
	

	4
	MS.gene01687-F
	CATGTGCTTCTGGTAAAGTGTGTGG
	MS.gene01687

	
	MS.gene01687-R
	ATAGTTGCCTGGTGGGTCGTAATTG
	

	5
	MS.gene072204-F
	TAGGAGCAGCACCAGCACTACC
	MS.gene072204

	
	MS.gene072204-R
	TCCCTCTGTTTGAGTGGTCTTCCTG
	

	6
	MS.gene76185-F
	CCGCAAAGTTGGAAGAACTTGGAAG
	MS.gene76185

	
	MS.gene76185-R
	TGCATTGGAACTTCACCTGATAGCC
	

	7
	MS.gene37480-F
	ACTGCGGCAAACACTCGATGATAG
	MS.gene37480

	
	MS.gene37480-R
	CTTCTCCATTGCGGTAGCCATCC
	


