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Fig. S2 Comparison of the Brachypodium parental lines Bd21 and Bd3-1 in terms of (A)
germination frequency (B) height, excluding inflorescence (C) total biomass and (D) stem only
biomass. The results indicate the mean and +/- SD and Anova indicates that those sharing the

same letter are not significantly different.
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Fig. S3 Saccharification analysis of Arabidopsis Col.0 and T-DNA line GT43. The results
indicate the mean and +/- SD.
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Table S1 Primers used during construction of the RNAI lines.

Oligo Name

Sequence 5'to 3'

miR-XS24290A-I

agTCTTCAGTATTTACTACGCTGcaggagattcagttiga

miR-XS24290A-11

tgCAGCGTAGTAAATACTGAAGAcctgctgctgctacagec

miR*-XS24290A-Il|

ctCAGCGAAGTTAATACTGAAGAttcctgctgetaggctg

miR*-XS24290A-IV

AaTCTTCAGTATTAACTTCGCTGagagaggcaaaagtgaa

miR-XS242908B-I

agTTCAAATTTCCATACATGCGGcaggagattcagtttga

miR-XS242908B-II

tgCCGCATGTATGGAAATTTGAActgctgctgctacagee

miR*-XS24290B-I1I

ctCCGCAAGTAAGGAAATTTGAAttcctgetgetaggctg

miR*-XS24290B-IV

AaTTCAAATTTCCTTACTTGCGGagagaggcaaaagtgaa

G-4368

CTGCAAGGCGATTAAGTTGGGTAAC

G-4369

GCGGATAACAATTTCACACAGGAAACAG

Table S2 Primers used during gPCR of the RNA. lines.

Oligo Name Direction | Size (bp) | Sequence 5’ to 3’

SamDC Forward 190 TGCTAATCTGCTCCAATGGC
Reverse GACGCAGCTGACCACCTAGA

UBC18 Forward 193 GGAGGCACCTCAGGTCATTT
Reverse ATAGCGGTCATTGTCTTGCG

Ubil0 Forward 237 TCCACACTCCACTTGGTGCT
Reverse GAGGGTGGACTCCTTTTGGA

BraXS90-RT-1 Forward 167 CACGCCCTCAGGGAGATACG
Reverse AACGACTCCTTGGTGCCTTC

BraXS90-RT-2 Forward 163 AGTCAAATTCCCGCATGAATGG
Reverse TCGGTGGAGGCTTCACAAAG




Table S3 Genes identified on chromosome 5 around the QTL linked to marker BD1676_1.

Gene Name Function Pfam Panther
Bradi5g | 24160.1 | Motor activity, ATPase activity, Rab GTPase binding GOLGIN-84
24160.2 | Motor activity, ATPase activity, Rab GTPase binding GOLGIN-84
Secondary active sulfate transmembrane transporter
24170.1 | activity, chloride channel activity, anion exchanger activity Sulfate transporter family Sulfate transporter
Secondary active sulfate transmembrane transporter
24170.2 | activity, chloride channel activity, anion exchanger activity Sulfate transporter family Sulfate transporter
WAK receptor-like protein kinase, expressed, subfamily
24180.1 | WAKb Protein kinase domain
WAK receptor-like protein kinase, expressed, subfamily
24190.1 | WAKb Protein kinase domain
24200.1 | Putative Gene Peroxidase
Alpha-N-acetylglucosaminidase
24207.1 | Putative Gene (NAGLU) Alpha-N-acetylglucosaminidase
Transcription corepressor activity, phosphoglycerate
24220.1 | dehydrogenase activity 2-Hydroxyacid dehydrogenase
24227.1 | Putative Gene Asparaginase Protease T2 asparaginase
24240.1 | Putative Gene Sec1 family Vesicle protein sorting-associated
Single-standed DNA specific 3'-5' exodeoxyribonuclease
24250.1 | activity Exonuclease Exonuclease-related
24257.1 | Putative Gene DUF2930
24267.1 | Putative Gene Dedicator of cytokinesis dedicator of cytokinesis (DOCK)
UDP-glucoronosyl and UDP- UDP-glucuronosyltransferase
24280.1 | UDP-galactosyltransferase activity glucosyl transferase related




Beta-1,3-glucuronyltransferase-

24290.1 | Putative xylosyltransferase, CAZy family GT43 Glycosyltransferase family 43 related
Serine carbosypeptidase Il
24300.1 | Serine-type carboxypeptidase activity Serine carboxypeptidase (carboxypeptidase D)
WAK receptor-like protein kinase, expressed, subfamily
24310.1 | WAKb Protein kinase domain
24320.1 | Putative Gene
24330.1 | Putative Gene
34340.1 | Putative Gene
34350.1 | Putative Gene
24360.1 | Putative Gene AP2 domain Protein kinase
NADPH-hemoprotein reductase activity, iron ion binding, NADPH-cytochrome P450
24370.1 | FAD binding, nitric-oxide synthase activity reductase
24380.1 | Putative Gene AUX/IAA family
Sodium/calcium exchanger
24387.1 | Putative Gene protein
24397.1 | Putative Gene Transmembrane proteins 14C
24410.1 | Putative Gene Tify domain
24410.2 | Putative Gene Tify domain
24420.1 | Aminoacyl-tRNA hydrolase activity Peptidyl-tRNA hydrolase PTH2 Peptidyl-tRNA hydrolase 2
24430.1 | Endonuclease activity S1/P1 nuclease
24430.2 | Endonuclease activity S1/P1 nuclease
24440.1 | Putative Gene
Protein kinase family protein, putative, expressed, subfamily
24450.1 | RLCK-VI Protein tyrosine kinase
24460.1 | Putative Gene Calmodulin binding protein-like
24460.2 | Putative Gene Calmodulin binding protein-like




24460.3 | Putative Gene Calmodulin binding protein-like

JUN activation domain binding
24470.1 | Metalloendopeptidase activity Mov34/MPN/PAD-1 family protein
24480.1 | Protein kinase family protein, putative, subfamily, SD-2a Protein kinase domain
24490.1 | F-Box F-Box
24490.2 | F-Box F-Box
24490.3 | F-Box F-Box

Subtilinsin/Kexin-related serine
24500.1 | Serine-type endopeptidase activity protease
24510.1 | Putative Gene

Subtilinsin/Kexin-related serine
24520.1 | Serine-type endopeptidase activity Peptidase inhibitor 19 protease
24530.1 | Protein serine/threonine phosphatase activity Protein phosphatase 2C Protein phosphatase 2c
24536.1 | Putative Gene

MINA53 (MYC induced nuclear
24542.1 | Putative Gene Cupin superfamily protein antigen
24550.1 | Glutamate-ammonia ligase activity, ATP binding Glutamine synthetase Glutamine synthetase
24550.2 | Glutamate-ammonia ligase activity, ATP binding Glutamine synthetase Glutamine synthetase
24560.1 | Putative Gene
24570.1 | Protein kinase family protein, putative, subfamily, RLCK-OS1 | Protein kinase domain

NNP-1 protein (novel nuclear
24580.1 | Putative Gene Nucleolar protein, Nop52 protein 1, NOP52

ATPase family associated with

24590.1 | ATP binding various cellular activities (AAA)
24600.1 | Putative Gene

Apospory-associated protein c-
24610.2 | Glucose-6-phosphate 1-epimerase activity Aldose 1-epimerase related

Apospory-associated protein c-
24610.3 | Glucose-6-phosphate 1-epimerase activity Aldose 1-epimerase related




Apospory-associated protein c-

24610.4 | Glucose-6-phosphate 1-epimerase activity Aldose 1-epimerase related
24620.1 | Putative Gene
24630.1 | ATP binding Lipase (class 3) Alpha/beta hydrolase related
24640.1 | Protein farnesyltransferase activity Polyprenyl synthetase Farnesyl-prophosphate synthetase
24640.2 | Protein farnesyltransferase activity Polyprenyl synthetase Farnesyl-prophosphate synthetase
24650.1 | Putative Gene Peroxidase
24660.1 | Putative Gene Universal stress protein family
24670.1 | Putative Gene SBP domain
Ribosomal protein

24680.1 | Putative Gene L7Ae/L30e/S12e/Gadd45 family | 60S Ribosomal protein 10A-related

Autoinhibited H+ P-type ATPase subfamily P3 cluster 2 from

PMID:12805592. Similar to AtAHA1 plasma membrane H+
24690.1 | transporter
24700.1 | Putative Gene AP2 domain
24710.1 | Putative Gene AP2 domain
24720.1 | Putative Gene AP2 domain
24730.1 | Protein kinase activity
24730.2 | Protein kinase activity
24737.1 | Putative Gene Protein tyrosine kinase

Protein kinase family protein, putative, expressed, subfamily
24750.1 | RLCK-Os4 Protein tyrosine kinase

Protein kinase family protein, putative, expressed, subfamily
24760.1 | RLCK-Os4 Protein tyrosine kinase
24770.1 | Putative Gene

Subtilisin/Kexin-related Serine

24780.1 | Serine-type endopeptidase activity protease
24790.1 | BTB BTB/POZ domain




Neutral amino acid transmembrane transporter activity, L-

Transmembrane amino acid

24800.1 | amino acid transmembrane transporter activity transporter protein Amino acid transporter
Neutral amino acid transmembrane transporter activity, L- Transmembrane amino acid
24810.1 | amino acid transmembrane transporter activity transporter protein Amino acid transporter
24820.1 | Endoribonuclease activity eRF1 domain PELOTA
24830.1 | Putative Gene
24836.1 | Putative Gene ABC1 family ABC transporter-related
24842.1 | Putative Gene
Similar to UDP-arabinopyranose mutase. Reversibly Reversibly glycosylated
24850.1 | glycosylated polypeptide. CAZy family GT75 polypeptiede
24860.1 | Putative Gene
STE_MEKK_stell MAP3K.24 - STE kinases include homologs
to sterile 7, sterile 11 and sterile 20 from yeast, expressed,
24870.1 | subfamily Protein kinase domain
STE_MEKK_stell_MAP3K.24 - STE kinases include homologs
to sterile 7, sterile 11 and sterile 20 from yeast, expressed,
24870.2 | subfamily Protein kinase domain
STE_MEKK_stell MAP3K.24 - STE kinases include homologs
to sterile 7, sterile 11 and sterile 20 from yeast, expressed,
24870.3 | subfamily Protein kinase domain
Copper transport protein ATOX1-
24880.1 | Putative Gene Heavy-metal-associated domain | related
Inositol-pentakisphosphate 2-
24890.1 | Inositol pentakisphosphate 2-kinase activity, ATP binding kinase Inositol polyphosphate kinase 1
24900.1 | Putative Gene
24900.3 | Putative Gene
24910.1 | Putative Gene
24917.1 | Putative Gene Eukaryotic DNA topoisomerase | | DNA topoisomerase Type 1




Molybdopterin biosynthesis

24930.1 | Putative Gene protein
Molybdopterin biosynthesis
24930.3 | Putative Gene protein
Molybdopterin biosynthesis
24930.4 | Putative Gene protein
24937.1 | Putative Gene
24950.1 | Transcription coactivator activity MED?7 protein
24950.3 | Transcription coactivator activity MED?7 protein
24960.1 | 26S, subfamily 19S Mov34/MPN/PAD-1 family EIF3F-related
24967.1 | Putative Gene BSD domain
24980.1 | Putative Gene 40S Ribosomal protein S9




Table S4 SIFT analysis of the changes produced by the SNP in Bradi5g24290.1.

Database

SwissPort

TrEMBL

UniRef90

NCBI

Predicted
amino acid not
tolerated

ywvtsrgpnmlki
hgfedc

whyfimgrndelc
kvtp

whyfmigrndelc
kvtpg

Whyfimgrndelk
cvip

Number of
sequences
compared
15
54

61

72

Sequence
represented

0.06

0.16

0.1

0.15

Predicted

amino acid

tolerated

d

gsa

Sd

gsa



